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File: DWPI 



Sep 25, 2002 



DERWENT-ACC-NO: 2002-043130 
DERWENT-WEEK: 2 00278 

COPYRIGHT 2 0 03 DERWENT INFORMATION LTD 

TITLE: Stabilized preparation containing therapeutically active protein, e.g. blood 
coagulation factor, comprises stabilizing mixture of saccharide and aminoacid to 
prevent loss of activity during pasteurization 

INVENTOR: ROEMISCH, J; STAUSS, H ; STOEHR, H 



PATENT-ASSIGNEE: 
ASSIGNEE 

AVENTIS BEHRING GMBH 
CENTEON PHARMA GMBH 



CODE 
AVET 
CENTN 



PRIORITY-DATA: 2 000DE- 1022 0 92 (May 8, 2000) 



PATENT- FAMILY : 
PUB -NO 

JP 2002275090 A 
EP 1153608 Al 
AU 200143739 A 
CA 2346616 Al 
DE 10022092 Al 
US 20010051154 Al 
KR 2001100988 A 



PUB -DATE t LANGUAGE PAGES 

September 25, 2002 004 

November 14, 2001 G 009 
November 15, 2001 000 

November 8, 2001 E 000 
November 15, 2001 000 
December 13, 2001 000 
November 14, 2001 000 



MAIN-IPC 

A61K038/46 

A61K038/36 

C07K001/34 

C07K014/745 

A61K038/36 

A61K039/395 

A61K038/00 



DESIGNATED -STATES : 
RO SE SI TR 



AL AT BE CH CY DE DK ES FI FR GB GR IE IT LI LT LU LV MC MK NL PT 



AP PL I CAT I ON - DATA : 
PUB -NO 

JP2002275090A 
EP 1153608A1 
AU 200143739A 
CA 2346616A1 
DE 10022092A1 
US20010051154A1 
KR2001100988A 



AP PL -DATE 
May 7, 2001 
April 18, 2001 
May 7, 2001 



May 7, 
May 8, 
May 7, 
May 7, 



2001 
2000 
2001 
2001 



APPL-NO 

2001JP-0136122 

2001EP-0109549 

2001AU-0043739 

2001CA-2346616 

2000DE-1022092 

2001US-0849343 

2001KR-0024563 



DESCRIPTOR 



INT-CL (IPC) : A61 K 3_8/00; A61 K 38/36; A61 K 38/37; A61 K 38/38; A61 K 38/i^; A61 K 
38/46; A61 K 38/54; A61 K 39/395; A61 K 47/04; A61 K 47/18; A61 K 47/26; C07 K 1/14; 
C07 K 1/34; C07 K 1/36; C07 K 14/745; C07 K 14/755; C07 K 14/76; C07 K 14/78; C12 N 
9/96 
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ABSTRACTED -PUB -NO: EP 1153608A 
BASIC -ABSTRACT: 

NOVELTY - A novel protein preparation (A) (free of antithrombin III) is stabilized 
against loss of activity during pasteurization by addition of a stabilizing mixture 
of (a) saccharide (s) and (b) one or more aminoacid(s) selected from arginine, 
lysine, histidine, phenylalanine, tryptophan, tyrosine, aspartic acid (or its salt) 
and glutamic acid (or its salt) . 

DETAILED DESCRIPTION - A novel protein preparation (A) (free of antithrombin III) is 
stabilized against loss of activity during pasteurization by addition of a 
stabilizing mixture of: 

(a) saccharide (s) ; and 

(b) more than 0.5 mol/1 of one or more aminoacid(s) selected from arginine, lysine, 
histidine, phenylalanine, tryptophan, tyrosine, aspartic acid (or its salt) and 
glutamic acid (or its salt) , the aminoacid component optionally further containing 
glycine and/or glutamine . 

An INDEPENDENT CLAIM is included for a method for inactivating viruses in or 
removing viruses from in a protein preparation, involving subjecting a stabilized 
protein preparation (A) to: 

(i) heat treatment at 40-95 deg. C for 5-50 hours; 

(ii) virus removal by filtration or centrif ugation; or 

(iii) treatment with detergents, bactericides or virucides. 

USE - For stabilizing therapeutically active protein preparations (e.g. containing 
blood coagulation factors) against loss of activity and denaturation during 
pasteurization, specifically during inactivation or removal of viruses and other 
pathogens by heat, mechanical or chemical treatment. 

ADVANTAGE - The proteins are effectively stabilized, e.g. remaining almost 
completely undamaged after pasteurization at 40-95 deg. C for 5-50 hours. The 
specific aminoacid component (b) provides a better stabilizing effect than the other 
aminoacids (e.g. glycine) used in DE2916711-A.' 
ABSTRACTED - PUB -NO : 

US20010051154A 
EQUIVALENT-ABSTRACTS : 

NOVELTY - A novel protein preparation (A) (free of antithrombin III) is stabilized 
against loss of activity during pasteurization by addition of a stabilizing mixture 
of (a) saccharide (s) and (b) one or more aminoacid (s) selected from arginine, 
lysine, histidine, phenylalanine, tryptophan, tyrosine, aspartic acid (or its salt) 
and glutamic acid (or its salt) . 

DETAILED DESCRIPTION - A novel protein preparation (A) (free of antithrombin III) is 
stabilized against loss of activity during pasteurization by addition of a 
stabilizing mixture of: 

(a) saccharide (s) ; and 

(b) more than 0.5 mol/1 of one or more aminoacid (s) selected from arginine, lysine, 
histidine, phenylalanine, tryptophan, tyrosine, aspartic acid (or its salt) and 
glutamic acid (or its salt) , the aminoacid component optionally further containing 
glycine and/or glutamine. 

An INDEPENDENT CLAIM is included for a method for inactivating viruses in or 
removing viruses from in a protein preparation, involving subjecting a stabilized 
protein preparation (A) to: 
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t (i) heat treatment at 40-95 deg. C for 5-50 hours; 

(ii) virus removal by filtration or centrif ugation; or 

(iii) treatment with detergents, bactericides or virucides . 

USE - For stabilizing therapeutically active protein preparations (e.g. containing 
blood coagulation factors) against loss of activity and denaturation during 
pasteurization, specifically during inactivation or removal of viruses and other 
pathogens by heat, mechanical or chemical treatment. 

ADVANTAGE - The proteins are effectively stabilized, e.g. remaining almost 
completely undamaged after pasteurization at 40-95 deg. C for 5-50 hours. The 
specific aminoacid component (b) provides a better stabilizing effect than the other 
aminoacids (e.g. glycine) used in DE2916711-A. 



CHOSEN-DRAWING: Dwg.0/0 

TITLE-TERMS: STABILISED PREPARATION CONTAIN THERAPEUTIC ACTIVE PROTEIN BLOOD 
COAGULATE FACTOR COMPRISE STABILISED MIXTURE SACCHARIDE AMINOACID PREVENT LOSS 
ACTIVE PASTEURISATION 

DERWENT- CLASS : B04 

CPI-CODES: B04-H19; B04-H20A; B04-L05C; B04-N02; 

CHEMICAL-CODES: 

Chemical Indexing Ml *01* 
Fragmentation Code 
M423 M431 M782 M905 
Specfic Compounds 
A063WK A063WM 

Chemical Indexing Ml *02* 
Fragmentation Code 
M423 M431 M782 M905 
Specfic Compounds 
A10DEK A10DEM 

Chemical Indexing Ml *03* 
Fragmentation Code 
M423 M431 M782 M905 
Specfic Compounds 
A03QTK A03QTM 

Chemical Indexing Ml *04* 
Fragmentation Code 
M423 M431 M782 M905 
Specfic Compounds 
A2BGSK A2BGSM 

Chemical Indexing Ml *05* 
Fragmentation Code 
M423 M431 M782 M905 
Specfic Compounds 
A03QRK A03QRM 

Chemical Indexing Ml *06* 
Fragmentation Code 
M423 M431 M782 M905 
Specfic Compounds 
A03QQK A03QQM 
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File: DWPI 



Feb 7, 2001 



DERWENT-ACC-NO: 2001-184 3 55 
DERWENT-WEEK: 2 00212 

COPYRIGHT 2 0 03 DERWENT INFORMATION LTD 

TITLE: Purifying factor VII -activating protease or its precursor, useful for 
promoting coagulation, comprises performing fractional precipitation or affinity 
chromatography 

INVENTOR: FEUSSNER, A; ROEMISCH, J ; STOEHR, H 



PATENT-ASSIGNEE : 
ASSIGNEE 

AVENTIS BEHRING GMBH 
CENTEON PHARMA GMBH 



CODE 
AVET 
CENTN 



PRIORITY-DATA: 1999DE- 10372 18 (August 6, 1999) 



PATENT -FAMILY: 
PUB -NO 

EP 1074615 Al 
DE 19937218 Al 
CA 2315309 Al 
JP 2001086984 A 
KR 2001049991 A 



PUB -DATE 

February 7 , 2 001 
February 8 , 2 001 
February 6, 2 001 
April 3, 2001 
June 15, 2001 



LANGUAGE 
G 



PAGES 

010 

000 

000 

006 

000 



MAIN-IPC 

C12N009/64 

C07K014/435 

C12N009/50 

C12N009/50 

C12N009/50 



DESIGNATED -STATES: AL AT BE CH CY DE DK ES FI FR GB GR IE IT LI LT LU LV MC MK NL PT 
RO SE SI 



APPLICATION-DATA : 
PUB -NO 
EP 1074615A1 
DE 19937218A1 
CA 2315309A1 
JP2001086984A 
KR2001049991A 



AP PL -DATE 
July 5, 2000 
August 6, 1999 
August 3, 2 000 
August 4, 2000 
August 4, 2000 



APPL-NO 

2000EP-0114348 

1999DE-1037218 

2000CA-2315309 

2000JP-0236805 

2000KR-0045204 



DESCRIPTOR 



INT-CL (IPC) : A61 K 38/43; A61 K 38/46; A61 K 47/02; A61 K 47/10; A61 K 47/18; A61 K 
47/20; A61 K 47/22; A61 K 47/26; A61 K 47/42; A61 L 33/00; A61 P 7/02; A61 P 7/047 " 
A61 P 9/10; A6i I 9/14; A61 P 17/02; B01 D 15/08; C07 K 1/18; C07 K 1/22; C07 K 
14/4^5; C12 N 9/14; C12 N 9/50; C12 N 9/64; C12 N 9/96; C12 Q 1/37; C12 Q 1/56; G01 
N 30/£8; G01 N 33/531; G01 N 33/573; G01 N 33/86 



ABSTRACTED -PUB- NO : EP 1074615A 
BASIC -ABSTRACT: 



NOVELTY - Purifying factor VH-activating protease (I) and/or its precursor (la) 
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comprising using one or more affinity chromatography separations and/or fractional 
"precipitations, is new. 

DETAILED DESCRIPTION - Purifying factor Vll-activating protease (I) and/or its 
precursor (la) comprising using one or more: 

(a) affinity chromatography separations which involves adsorption on: 

(i) calcium phosphate/hydroxylapatite; 

(ii) a hydrophobic matrix; 

(iii) a chelating matrix; 

(iv) a matrix carrying heparin or a related substance; and/or 

(v) a matrix carrying antibodies or their Fab/Fab2 fragments specific for (I) ; 
and/or 

(b) fractional precipitations, is new. 

An INDEPENDENT CLAIM is also included for a reagent containing (I) and/or (la) and 
at least one protein stabilizer (II) . 

ACTIVITY - Procoagulant ; antithrombotic; vulnerary; cardiant; cerebroprotective . No 
supporting data is given. 

MECHANISM OF ACTION - Factor VII and prourokinase activator; factor V and VIII 
inactivator . 

USE - (I) and/or (la), when formulated with protein stabilizers (II) are used to: 

(1) promote coagulation in subjects with a tendency to bleed or have a deficiency in 
the endogenous coagulation pathway (e.g. factor VIII by-pass activity); 

(2) treat or prevent thrombotic complications in subjects with e.g. cardiac infarct, 
angina pectoris and stroke etc. or in subjects with inherited or acquired (I) 
deficiency; 

(3) to promote wound healing (optionally as part of a fibrin glue or dressing, or in 
combination with growth factors); 

(4) coat the surface of implanted metal or plastic devices, e.g. artificial heart 
valves, blood vessels and artificial feeding tubes etc.; and 

(5) as assay reagents. 

(I) is particularly used where a rapid effect is required. (Ia) is more suitable for 
medium- or long-term prevention or treatment. 

ADVANTAGE - (I) and (Ia) can be purified together or separately. Products of a high 
purity are achieved with good yields. 

CHOSEN-DRAWING: Dwg.O/l 

TITLE-TERMS: PURIFICATION FACTOR ACTIVATE PROTEASE PRECURSOR USEFUL PROMOTE 
COAGULATE COMPRISE PERFORMANCE FRACTION PRECIPITATION AFFINITY CHROMATOGRAPHY 

DERWENT-CLASS : A96 B04 D16 P34 

CPI-CODES: A99-A; B04-L05C; B11-C07A6; B11-C08D2; B14-F01D; B14-F02D1; B14-F08; 
B14-N17B; D05-H10; D05-H11; D05-H13; 

CHEMICAL -CODES: 



Record Display Form 



http://westbrs: 8002Mr^^ 




L4 : Entry 15 of 16 File: JPAB Jan 25, 2 000 

PUB-NO: JP02000023696A 

DOCUMENT- IDENTIFIER : JP 2000023696 A 

TITLE: PROTEASE FOR ACTIVATING CLOTTING FACTOR VII 

PUBN-DATE: January 25, 2 00 0 

INVENTOR- INFORMATION : 

NAME COUNTRY 
ROEMISCH, JUERGEN DR 
STOEHR , HANS -ARNOLD 
FEUSSNER, ANNETTE 

ASSIGNEE- INFORMATION: 

NAME COUNTRY 
CENTEON PHARMA GMBH 

APPL-NO: JP11116411 
APPL-DATE: April 23, 1999 

INT-CL (IPC) : C12 Q 1/56; A61 K 31/00; A61 K 38/46; C12 N 9/50; C12 Q 1/37; G01 N 
33/566; G01 N 33/573 



ABSTRACT : 

PROBLEM TO BE SOLVED: To provide a protease for activating the clotting factor VII, 
to provide a method for isolating it, detecting it and inactivating it, and to 
provide medical preparations comprising the protease. 

SOLUTION: This protease and its zymogen have the following properties: (1) being 
inhibited by the existence of aprotinin; (2) increasing the activity due to calcium 
ions and/or heparin (or its analogue) ; (3) showing one or plural bands in the range 
of 50-75 kDa molecular weight in subsequently dyeing in a nonreduced state and one 
or plural bands in the range of 10-35 kDa molecular weight in a reduced state 
respectively according to a SDS-PAGE method; (4) activating the blood coagulation 
factor VII . The protease and its zymogen are prepared by subjecting blood plasma or 
prothrombin complex (PPSB) concentrate to anion exchange chromatography 
preliminarily and then by subjecting the product to affinity chromatography using 
heparin (or its analogue) or dextran sulfuric acid. 



COPYRIGHT: (C) 2 000, JPO 
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L9: Entry 1 of 1 



File: DWPI 



Mar 4, 2003 



DERWENT - ACC - NO : 1999-602901 
DERWENT - WEEK : 2 003 2 0 

COPYRIGHT 2 003 DERWENT INFORMATION LTD 

TITLE : New protease for activating blood clotting factor VII, useful for treatinq 
hemorrhage prophylaxis or hemostasis creating 

INVENTOR: FEUSSNER, A; ROMISCH, J ; STOHR, H ; ROEMISCH, J ; STOEHR , H 



PATENT -ASSIGNEE : 
ASSIGNEE 

AVENTIS BEHRING GMBH 
CENTEON PHARMA GMBH 



CODE 
AVET 
CENTN 



PRIORITY-DATA: 1999DE- 1003693 (February 1, 1999) 1998DE- 
1998DE-1027734 (June 22, 1998), 1998DE-1051332 (November 
(November 6, 1998), 1998DE-1051336 (November 6, 1998) 



1018495 (April 24, 1998), 
6, 1998), 1998DE-1051335 



PATENT- FAMILY: 
PUB -NO 

US 6528299 Bl 
EP 952215 A2 
DE 19903693 Al 
AU 9923935 A 
CA 2269109 Al 
JP 2000023696 A 
KR 99083444 A 
AU 748221 B 

DESIGNATED -STATES : 
RO SE SI 



PUB -DATE 
March 4, 2003 
October 27, 1999 
October 28, 1999 
November 4, 1999 
October 24, 1999 
January 25, 2000 
November 25, 1999 
May 30, 2002 



LANGUAGE 
E 



PAGES 


MAIN- IPC 


000 


C12N009/50 


024 


C12N009/64 


000 


C12N009/48 


000 


A61K038/48 


000 


C12N009/96 


018 


C12Q001/56 


000 


C12N009/50 


000 


A61K038/48 



AL AT BE CH CY DE DK ES FI FR GB GR IE IT LI LT LU LV MC MK NL PT 



APPLI CAT I ON - DATA : 
PUB -NO 

US 6528299B1 
EP 952215A2 
DE 19903693A1 
AU 9923935A 
CA 2269109A1 
JP2000023696A 
KR 99083444A 
AU 748221B 
AU 748221B 



APPL-DATE 
April 21, 1999 
April 8, 1999 
February 1, 1999 
April 23, 1999 
April 23, 1999 
April 23, 1999 
April 23, 1999 
April 23, 1999 



APPL-NO 

1999US-0295316 

1999EP-0106913 

1999DE-1003693 

1999AU-0023935 

1999CA-2269109 

1999JP-0116411 

1999KR-0014636 

1999AU-0023935 

AU 9923935 



DESCRIPTOR 



Previous Publ . 



INT-CL (IPC) : A61 K 31/00; A61 K 38/00; A61 K 38/43; A61 K 38/46; A61 K 38/48; A61 K 
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38/49; A61 K 38/55; A61 K 38/57; Ml if 15/38; C07 K 14/745; C07 K 16/40; C12 N 9/48- 

' C12 N 9/50; C12 N 9/64; C12 N 9/96; C12 Q 1/37; C12 Q 1/56; G01 N 33 / 56 6 ; ~~G0 1~N ' 

33/573; G01 N 33/577; G01 N 33/86 

ABSTRACTED -PUB -NO: EP 9522 15A 
BASIC-ABSTRACT: 

NOVELTY - A protease (I) for activating the blood clotting factor VII is new and: 

(a) is inhibited by aprotinin; 

(b) its activity is increased by calcium ions and/or heparin (or related 
substances) ; 

(c) in SDS-PAGE, in non-reduced state has one or more bands in the molecular weight 
range from 50-75 kDa and in the reduced state has a band at 40-55 kDa and one or 
more bands in the molecular weight range from 10-35 kDa. 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are also included for the following: 

(1) a process for obtaining or removing (I) or proenzyme, comprising obtaining it 
from blood plasma or prothrombin (PPSB) concentrates after prior anion exchange 
chromatography by means of affinity chromatography using heparin or a substance 
related to heparin or dextran sulfate; 

(2) a reagent (II) for the immunological detection of (I) or the proenzyme which 
contains a poly- or monoclonal antibody against (I) or proenzyme; 

(3) a reagent for the diagnostic/analytical purposes which contains (I) and/or the 
proenzyme optional together with activities of the proenzyme; 

(4) a reagent for the detection of factor VII which contains (I) /proenzyme 
optionally together with protease activity enhancing compounds; 

(5) a test system for the qualitative and quantitative detection of (I) or its 
proenzyme comprising: 

(a) its activity inactivating the blood clotting factors VHI/VIIIa or V/Va ; or 

(b) its activity reducing the blood clotting times in global clotting tests; or 

(c) its activity activating plasminogen activators; 

(d) its activity activating FVII; 

(6) an assay system comprising (I) and/or a mixture of the proenzyme and appropriate 
proenzyme activators is used to test the prothrombin time substituting tissue 
factor/thromboplastin or the functionality of plasminogen activators and for the 
quantification of the single chain plasminogen activator forms; 

(7) a stabilized factor V and stabilized factor VIII preparation which is free of 
the inactive factor VIII and factor V fragments formed due to the proteolytic 
degradation as a result of the inhibition of the protease activating the blood 
clotting factor VI; 

(8) a stabilized solution of (I) or the proenzyme which is adjusted to a pH of 
4.0-9.0 by the addition of a buffer and/or contains ethylene glycol or alvcerol in 
an amount of 5-80 wt.%; y * 

(9) process for the preparation of a pharmaceutical preparation comprising (I) 
and/or the enzyme comprising: 

(i) in a pH range of 3.5-8.0; 
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(ii) with addition of one or more amino acids, more than 0.01 mol/1; and/or 

fiii) with addition of a sugar or a combination of a number of sugars, more than 
0.05 g/ml; and/or 

(iv) with addition of one or more substances; which are able to complex calcium ions 
under pasteurization conditions; and 

(10) the use of (I) or its proenzyme, optionally together with proenzyme activators 
prepared from blood plasma or prothrombin complex (PPSB) concentrates or expressed 
recombinant ly or transgenically for the promotion of wound healing and hemostasis 
as an additive of a fibrin adhesive or fleece or other release system which is 
suitable for rapid wound closure based on fibrin, for substitution in inborn or 
acquired deficiency states of this protease or its proenzyme, in the presence of 
antibodies against the blood clotting factor VIII or for the in vitro activation of 
factor VII. 

ACTIVITY - Coagulant; Anticoagulant; Antithrombotic. 
MECHANISM OF ACTION - The protease (I) activates Factor VII. 
USE - The protease (I) is useful for: 

(1) the preparation of a pharmaceutical for activating the blood clotting factor 
VII, and/or its proenzyme, adequate for the dissolution of fibrin containina 
thrombi ; 3 

(2) - the preparation of a pharmaceutical and/or its protease and optionally further 
comprises single chain or two chain plasminogen activators (PA) and/or 
anticoagulants; and 

(3) the preparation of a pharmaceutical for decreasing the coagulability of the 
blood which contains a protease inhibitor e.g. aprotinin and/or a CI inhibitor 
and/or alpha 2 -Antiplasmin and/or Inter-Trypsin- Inhibitor and/or AT III/heparin for 
the inhibition of the protease and/or its proenzyme (all claimed) . 

The pharmaceutical compositions comprising (I) is useful as a blood coagulating 
agent for general hemorrhage prophylaxis or for staunching hemorrhages e.g. treatina 
patients suffering from hemophilia A. (I) is also useful as a diagnostic, especially 
tor detecting the presence and activation of factor VII qualitatively and 
quantitatively using (I). (I) is also useful for developing an agent which 
diminishes the ability of the blood to coagulate. (I) in conjunction with 
plasminogen activators the pharmaceutical preparations are useful for treating 
thromboembolic diseases or complications e.g. leg vein thrombosis, cardiac 
infarction or strokes. 

ADVANTAGE - The protease (I) exhibits particularly high amidolytic activity towards 
the peptide substrate S2288 (HD-isoleucyl-L-prolyl-L-arg- inine-pNA) . The amidolytic 
activity is efficiently inhibited by aprotinin. 

CHOSEN -DRAWING : Dwg.0/3 

TITLE-TERMS: NEW PROTEASE ACTIVATE BLOOD CLOT FACTOR USEFUL TREAT HAEMORRHAGE 
PROPHYLACTIC HAEMOSTATIC 

DERWENT- CLASS: B04 D16 P34 S03 

B04 - C02E; B04-D01; B04-G03; B04-G06; B04-G21; B04-G22; B04-L05C; B10-B02- 
B11-C08E3; B12-K04A; B14-F01B; B14-F02D1; B14-F08; B14-N17B; D05-A02C; D05-C03C; 
DO 5 —HO 9 ; ' 

EPI-CODES: S03-E14H4; S03-E14H5; 
CHEMICAL -CODES : 
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Lll: Entry 216 of 236 



File: USPT 



Feb 18, 1997 



DOCUMENT- IDENTIFIER: US 5604202 A 

TITLE: Use of NGF growth factors to treat drug- induced neuropathy 



Drawing Description Text (17) : 

Therapeutic formulations of neuronotrophic factors are prepared for storaqe bv 
mixing the factor having the desired degree of purity with physiologically 
acceptable carriers excipients or stabilizers (Remington -s Pharmaceutical Sciences, 
16th ed., 1980 Mack Publishing Co., edited by Oslo, et al . , the disclosure of which 
is incorporated herein by reference) in the form of a lyophilized cake or aqueou s 

solutions. Acceptable carriers, excipients and stabilizers are nontoxic to 

recipients at the dosages and concentrations employed, and include buffers such as 
phospate, citrate, succinate, acetate, and other organic acids,- antioxidants 
including ascorbic acid; low molecular weight (less than about 10 residues) 
polypeptides; proteins, such as serum albumin, gelatin or immunoglobulins; 
hydrophilic polymers such as polyvinylpyrrolidone, amino acids such as glycine 
glutamine asparagine, arginine, or lysine.- monosaccharides, disacchari des, and 
other carbohydrates including glucose, mannose. or dextrins,- chelating agents such 
as ethylenediaminetetraacetic acid (EDTA) ; sugar alcohols such as mannitol or 
^tw^'' ^f 1,: - f ? rinin 9 counterions such as sodium; and/or nonionic surfactants such 
as Tween, Pluronics, or polyethylene glycol. 
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Lll: Entry 218 of 236 



File: USPT 



Dec 31, 1996 



DOCUMENT- IDENTIFIER: US 5589363 A 

TITLE: DNA encoding tissue factor mutants useful for the treatment of myocardial 
infarction and coagulopathic disorders 

Detailed Description Text (149) : 

Therapeutic formulations of tissue factor protein mutant are prepared for storage by 
mixing tissue factor protein mutant having the desired degree of purity with 
optional physiologically acceptable carriers, excipients, or stabilizers 
(Remington 1 s Pharmaceutical Sciences, supra), in the form of lyophilized cake or 
aqueous solutions. Acceptable carriers, excipients or stabilizers are nontoxic to 
recipients at the dosages and concentrations employed, and include buffers such as 
phosphate, citrate, and other organic acids; antioxidants including ascorbic acid; 
low molecular weight (less than about 10 residues) polypeptides; proteins, such as 
serum albumin, gelatin, or immunoglobulins; hydrophilic polymers such as 
polyvinylpyrrolidone; amino acids such as glycine, glutamine, asparagine, arginine 
or lysine ; monosacchaddes, disaccharides , and other carbohydrates including glucose, 
mannose, or dextrins; chelating agents such as EDTA ; sugar alcohols such as mannitol 
or sorbitol; salt-forming counterions such as sodium; and/or nonionic surfactants 
such as Tween, octylglucoside , Pluronics or polyethylene glycol (PEG) . Tissue factor 
protein mutant may also be admixed with phospholipids, including PS and PC, or used 
in conjunction with liposomes. 
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Lll: Entry 219 of 236 



File: USPT 



Dec 10, 1996 



DOCUMENT- IDENTIFIER: US 5583107 A 

TITLE: Agents affecting thrombosis and hemostasis 



Detailed Description Text (71) : 

Therapeutic formulations of the blood factors of this invention, or of a blood 
factor antibody are prepared for storage by mixing the blood factor polypeptide or 
antibody having the desired degree of purity with optional physiologically 
acceptable carriers, excipients, or stabilizers (Remington's Pharmaceutical 
Sciences, supra), in the form of lyophilized cake or aqueous solutions. Acceptable 
carriers, excipients or stabilizers are nontoxic to recipients at the dosages and 
concentrations employed, and include buffers such as phosphate, citrate, and other 
organic acids; antioxidants including ascorbic acid; low molecular weight (less than 
about 10 residues) polypeptides; proteins, such as serum albumin, gelatin, or 
immunoglobulins; hydrophilic polymers such as polyvinylpyrrolidone; amino acids such 
as glycine, glutamine, asparagine, arginine or lysine ; monosaccharides, 
disaccharides, and other carbohydrates including glucose, mannose, or dextrins; 
chelating agents such as EDTA; sugar alcohols such as mannitol or sorbitol; 
salt-forming counter ions such as sodium; and/or nonionic surfactants such as Tween, 
Pluronics or polyethylene glycol (PEG) . ~ 
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Lll: Entry 217 of 236 



File: USPT 



Jan 14, 1997 



DOCUMENT- IDENTIFIER: US 5593674 A 
TITLE: Plasma carboxypeptidase 



Detailed Description Text (116) : 

Therapeutic formulations of PCPB for treating blood clotting disorders are prepared 
for storage by mixing PCPB having the desired degree of purity with optional 
physiologically acceptable carriers, excipients, or stabilizers (Remington's 
Pharmaceutical Sciences, supra), in the form of lyophilized cake or aqueous 
solutions. Acceptable carriers, excipients or stabilizers are nontoxic to recipients 
at the dosages and concentrations employed, and include buffers such as phosphate, 
citrate, and other organic acids; antioxidants including ascorbic acid; low 
molecular weight (less than about 10 residues) polypeptides; proteins, such as serum 
albumin, gelatin, or immunoglobulins; hydrophilic polymers such as 

polyvinylpyrrolidone; amino acids such as glycine, glutamine, asparagine , arginine 
or lysine ; monosaccharides, disaccharides , and other carbohydrates including 
glucose, mannose, or dextrins; chelating agents such as EDTA; sugar alcohols such as 
mannitol or sorbitol; salt-forming counterions such as sodium; and/or nonionic 
surfactants such as Tween, Pluronics or polyethylene glycol (PEG) . 
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L4 : Entry 14 of 16 
PUB-NO: JP02001029098A 

DOCUMENT- IDENTIFIER: JP 2001029098 A 
TITLE: ACTIVITY MEASUREMENT OF FACTOR VI 
SOLUTION 

PUBN-DATE: February 6, 2 001 

INVENTOR- INFORMATION : 
NAME 

ROEMISCH, JUERGEN DR 
FEUSSNER, ANNETTE 
STOEHR, HANS -ARNOLD 

ASSIGNEE- INFORMATION : 
NAME 

AVENTIS BEHRING GMBH 



File: JPAB F eb 6, 2001 



-ACTIVATING PROTEASE CONTAINED IN PROTEIN 



COUNTRY 



COUNTRY 



APPL-NO: JP2000174893 
APPL-DATE: June 12, 2 000 

INT-CL (IPC) : C12 Q 1/37; G01 N 33/573; G01 N 33/86 
ABSTRACT : 

h?no5 E l T ° f , S0L T : T ° Pr ° Vide a meth ° d f ° r me asuring protease activity activating 
blood coa gulation factor VII in a protein solution. 9 

SOLUTION: This method is to incubate a protein solution containing prote ase and/or 

tlLHTJ 11 ^ Z 9 ?t 6r t S ° lid PhaSS P reviousl Y combined with antibody to the 

protease, to wash the solid phase and then to incubate the protease and/or its 
pro-enzyme immobilized on the solid phase together with a reagent enabling their 
activities to be measured. The method enables blood coagulation f actor 

f^"e^lTdetlc?fo^df:e:se Veniently "* — d and is useful 



COPYRIGHT: (C) 2001, JPO 
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L4 : Entry 13 of 16 



File: JPAB 



Apr 3, 2001 



PUB-NO: JP02001086984A 

DOCUMENT -IDENTIFIER: JP 2001086984 A 

n^^ T ^ PREPARATI0N ° F PRQTEASE WHICH ACTIVATES BLOOD COAGULATION FACTOR VTT 
PROENZYME THEREOF , OR MIXTURE OF THEM IN PURE FOmBTA^^^^^y 

PUBN-DATE: April 3, 2 001 

INVENTOR- INFORMATION : 
NAME 

ROEMISCH, JUERGEN DR 
FEUSSNER, ANNETTE 
STOEHR, HANS -ARNOLD 



COUNTRY 



AS S I GNE E - INFORMAT I ON : 
NAME 

AVENTIS BEHRING GMBH 



COUNTRY 



APPL-NO: JP2000236805 
APPL-DATE: August 4, 2 0 00 

fflmmmmmm mm t* 

ABSTRACT : 

by the ,m„"y ;hroS"; g rIph y P ^ """"^ ° r * '"" tU " ot the » " • P«™ *°r» 

fragment LS/S JrSSSl^i^S: " COated by itS F( * b) ° r F(ab > 2 

COPYRIGHT: (C)2001, JPO 
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L4 : Entry 12 of 16 



File: JPAB 



Apr 10, 2001 



PUB-NO: JP02001095563A 

DOCUMENT -IDENTIFIER : JP 2001095563 A 

TITLE: PREPARATION OF PROTEASE ACTIVATING BLOOD COAGULATI ON FACTOR VII ITS 
PROENZYME OR MIXTURE OF BOTH PROTEINS IN PURIFIED STATE BY ION EXCHANGE 
CHROMATOGRAPHY 



PUBN-DATE: April 10, 2001 

INVENTOR- INFORMATION : 
NAME 

ROEMISCH, JUERGEN DR 
FEUSSNER, ANNETTE 
STOEHR, HANS -ARNOLD 



COUNTRY 



ASSIGNEE- INFORMATION : 
NAME 

AVENTIS BEHRING GMBH 



COUNTRY 



APPL-NO: JP2000236804 
APPL-DATE: August 4, 2000 

INT-CL (IPC) : C12 N 9/50; A61 K 38/43; A61 K 38/46; A61 K 47/02; A61 K 47/10- A61 K 
47/12; A61 K 47/18; A61 K 47/20; A6]7k TfJ 22 ; ^6 1~K Xl/2 6 ;ASTk ff/sf -^Ik WlS • 
Ml if 27/00; Ml L 33/00; A61 I 7/04; ^61 ^9/To7 CI 2~~ N~9/ 9 6^ G01 N 30 / 0^-GC) l^tf ' 
30/48; G01 N 33/531; C12 Q 1/37 ; C12 QT75?;"G01 n"33/573 ~ ~ ~ ' ~ ~ 

ABSTRACT : 

PROBLEM TO BE SOLVED: To provide a process for producing protease activating blood 

coagulation factor VII, its proenzyme or a mixture of both proteins in purified 

state by ion-exchange chromatography. 

SOLUTION: The process for the preparation of the proteins in purified state 
comprises (a) the anion- and/or cation-exchange chromatography at a pH lower than 
the isoelectric point of the protein to be separated or (b) a combination of the 
anion- or cation-exchange chromatography with affinity chromatography and/or 
fractional precipitation at pH 2.5-9.0, preferably pH 2.5-7.2 (the affinity 
chromatography is carried out by using calcium phosphate/ hydroxyapatite, a 
5^25 m£ ^ r1 ?' * delate matrix or a matrix coated with immobilized monoclonal 

? polyclonal antibody to the protein to be separated or its F(ab) or 
t (ao) 2 fragment) . 

COPYRIGHT : ( C) 2 0 0 1 , JPO 
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L7: Entry 32 of 78 File . uspT 

ri±e. UbPT Sep 20, 1994 

DOCUMENT- IDENTIFIER : US 5348738 A 

TITLE: Oral composition with active water insoluble polymer 
Detailed Description Text (33) : 

^^^^iiSSJs^-ss: sssi — . 
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L17 : Entry 2 0 of 4 6 



File: USPT 



Jul 13, 1982 



DOCUMENT- IDENTIFIER: US 433 9432 A 

TITLE: Oral mouthwash containing zinc and glycine 



Brief Summary Text (12) : 

The zinc salts, according to the present invention, will generally be present in the 
oral composition in an amount of from about 0.04% to about 2.0%. In the case of 
mouthwash products, the zinc salt may be added at a level of about 0.04% to about 
0.7% by weight of soluble zinc ion, with 0.04% being the approximate minimum active 
concentration and 0.7% being the approximate concentration at which astringency 
becomes objectionable. The preferred concentration of zinc ion in a mouthwash is 
0.1%-0.3% and 0.2% to 3% in a toothpaste . By adding glycine and raising the pH, 
however, the level of zinc may be raised without objectionable astringency. 

Detailed Description Paragraph Table (6) : 

Toothpaste Ingredient % weight 

— — Silica Xerogel (Syloid 63) 10.00 Humectant 

(Sorbitol) 40.00 Sodium Lauryl Sulfate (21% in glycerine) 7.00 Bodying Agent (Na 
Carboxymethyl- cellulose) 1.00 Flavor, color 1.50 Zinc chloride 1.00 Glycine 2.00 
NaHC0.sub.3 to pH 6 . 0 Water Balance to 100% — Z 



Detailed Description Paragraph Table (7) : 

Toothpaste Ingredient % weight 

7^ — - . Silica Xerogel (Syloid 63) 15.00 Powdered 

Polyethylene* 5.00 Na Carboxymethylcellulose .80 Glycerol 65.00 Saccharin 20 Zinc 

2 2^ £ fr 1 ^ 1,50 FlaV ° r 1 - 2 ° Colorin 9 agent .25 Foaming agent .65 NaOH to 

pH 6.3 Water Balance to 100% 3 *Hiah densitv 

polyethylene powder, average particle size 8-9 microns. 
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L17: Entry 21 of 46 



File: USPT 



Oct 20, 1981 



DOCUMENT- IDENTIFIER: US 42 96095 A 

TITLE: Dental and mouth care preparations 

Brief Summary Text (33) : 

Such toothpaste should contain 0.1 to 10 weight % and preferably l weight % based on 
the total weight of the sum of all ingredients of the paste of lysine ester or salt 
in order to obtain the effect of preventing dental plaque and tartar formation on 
the teeth in using the common quantity of toothpaste (the formation of at least a 
monomolecular layer of the lysine compound on the teeth is necessary to bring this 



Detailed Description Paragraph T able (1) 
TABLE II 



Wt. % 



-— — Example 1 -- Toothpaste Lysine palmityl ester 

dinydrochlonde 1.0 Aluminum oxyhydrate 55.0 Glycerol 20.0 Tragacanth 1 0 
Polyoxyethylene sorbitane mono-oleate ("Tween 80") 1.0 Sodium saccharin 0.2 Aroma 
(peppermint oil) 1.0 Water 20.8 Example 2-- Mouth wash Lysin e palmityl ester 
dihydrochloride 1.0 Sorbitol, 70% 5.0 Reaction product of 1 mole hydr. castor oil 
with about 40 moles ethylene oxide ("Cremophor RH 40", BASF) 2.0 Aromatics and 
flavors 1.0 Ethanol, 95% 30.0 Water 61.0 Example 3-- Chewing gum Chicle gum 20 6 
Cane sugar 40.0 Dextrose 22.0 Corn syrup, 43. degree. Be 15.7 Glycerol 0.8 Peppermint 
oil 0.7 Lysine stearyl ester dihydrof luoride 0.2 ' 
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L15: Entry 98 of 134 



File: USPT 



Apr 4, 1978 



DOCUMENT- IDENTIFIER: US 4 082841 A 
TITLE: Dentifrice 



Brief Summary Text (38) : 

Humectants are desirable in a toothpaste . These will usually be such compounds as 
glucose, honey, glycerol, propylene glycol, sorbitol, polyethylene glycol 400, and 
other polyhydric alcohols, and may be present in the composition in amounts up to 
about 80% by weight. 
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L15: Entry 99 of 134 



File: USPT 



Feb 28, 1978 



DOCUMENT- IDENTIFIER: US 4076549 A 

Amorphous precipitated siliceous pigments for cosmetic or dentifrice use and 
methods for their preparation 



Brief Summary Text (32) : 

fif^n itTfTZ °f i f V f ntion are used in toothpaste compositions, the dentifrice 

(if in the form of a paste) may contaxn humectant materials and binders to give the 
dentifrice a smooth texture and good flowability. Glycerine, sorbitol, corn syrup 
gHgifi J?* the like may be used as carriers. Examples of binders include guf ? ' 
tl T T carboxymethylcellulose and the like. The above materiall as well 
il the I/Zl « 10 1 "J in 9 redients of toothpaste compositions are well known 

642 anf 3 538 220 " nUmer ° US *> ublications and *-9- U.S. Pat. N os . 
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L13 : Entry 28 of 33 



File: USPT 



Oct 20, 1981 



DOCUMENT -IDENTIFIER: US 4296095 A 

TITLE: Dental and mouth care preparations 



Detailed Description Paragraph Table (1) 
TABLE II 



Wt. % 

Example 1 -- Toothpaste Lysine palmityl ester 

dihydrochloride 1.0 Aluminum oxyhydrate 55.0 Glycerol 20.0 Tragacanth 1.0 
Polyoxyethylene sorbitane mono-oleate (" Tween 80") 1.0 Sodium saccharin 0.2 Aroma 
(peppermint oil) 1.0 Water 20.8 Example 2-- Mouth wash Lysine palmityl ester 
dihydrochloride 1.0 Sorbitol, 70% 5.0 Reaction product of 1 mole hydr. castor oil 
with about 40 moles ethylene oxide ("Cremophor RH 40" , BASF) 2.0 Aromatics and 
flavors 1.0 Ethanol, 95% 30.0 Water 61.0 Example 3-- Chewing gum Chicle gum 20.6 
Cane sugar 40.0 Dextrose 22.0 Corn syrup, 43. degree. Be 15.7 Glycerol 0.8 Peppermint 
oil 0.7 Lysine stearyl ester dihydrof luoride 0.2 
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L7 : Entry 10 of 12 



File: USPT 



May 5, 1998 



DOCUMENT- IDENTIFIER: US 574703 0 A 

TITLE: Pharmaceutical preparation containing plasminogen activators 



Abstract Text (1) : 

The invention relates to pharmaceutical preparations containing plasminogen 
activators, sugars and tranexamic acid, in the form of a lyophilisate or an 
injection or infusion solution. In particular, the preparations contain a sugar 
phosphate buffer, tranexamic acid as well as a surfactant and the liquid solutions 
preferably have a pH value of 5.5-6.5. 

Brief Summary Text (4) : 

In the meaning of the invention, in principle, such derivatives of t-PA, 
particularly those prepared by recombination, are possible as the plasminogen 
activators, which essentially comprise those protein regions of natural protein that 
are responsible for the fibrinolysis of the thrombi. Here, such t~PA derivatives may 
also be used which have deletions or substitutions of single or multiple amino acids 
m the t-PA sequence. ~ ~ ~ 

Brief Summary Text (5) : 

According to the invention, the following plasminogen activators may be employed 
for example: t-PA (e.g., Alteplase) , LY 210825 (K2P available from "Syrian hamster" 
cell lines, Circ. 1990, 82, 930-940); . DELTA. FE3x and .DELTA. FElx (K1K2P, Blood 

1988, 71, 216-219); .DELTA. FEK1 (K2P from C127 mouse cells, J. Cardiovasc 
Pharmacol. 1990, 16, 197-209); E-6010 (Jap. Circ. J. 1989, 53, p. 918); t-PA 
variants (Thromb. Haemost . 1989, 62, p. 542); K2P and D-K2P (Thromb. Haemost 
62, p. 393); MB-1018 (FK2K2P, Thromb. Haemost. 1989, 62, p. 543); FK2P (FASEB J 

1989, 3, A1031, abstract 4791); .DELTA. Ix (Circulation 1988, 4, 11-15)- K1K2P 
(Thromb. Res. 1988, 50, 33-41); FK1K2P (J. Biol. Chem. 1988, 263, 1599-1602)- 1 

variant of t-PA (WO 93/24635); bat-PA (Witt et al . , Blood 1992, 79, 1213-1217, and 
Mullot et al., Arterioscler. Thrombos. 1992, 12, 212-221). In particular, those 
plasminogen activators are possible which contain the cringle 2 domain ("K2") of the 
t-PA and/or the serine protease domain ("P"). In this respect, one may exemplify the 
K2P type t-PA mutein "r-PA" described in EP 0 382 174 (WO 90/09437) . 

Brief Summary Text (7) : 

The substantial influence of the sugar proportion on solubility and aggregation of 
proteins is known from prior art (J. Biol. Chem. 263 (1988), 8832-8837) Thus it 
has been determined in EP-B-458 950 that, e.g., a non-glycosylated recombinant 
plasminogen activator of domain composition K2P has a substantially poorer 
solubility than glycosylated t-PA derivatives, for example. As a rule, 
non-glycosylated plasminogen activators such as r-PA dissolve only to' a slight 
extent in buffers conventionally used for the solubilisation of proteins, such as 50 
mmoles/1 of Na citrate pH 6, 50 mmoles/1 of phosphate buffer or physiological NaCl 
solution. However, utilisation as a therapeutic agent requires plasminogen 
activators to be present at sufficiently high concentrations, preferably at a 
concentration of up to 10 mg/ml . 

Brief Summary Text (8) : 

Increasing the solubility of t-PA from prokaryotes by neutral or slightly alkaline 
argmme formulations is known from EP-A-0 217 379. However, this procedure suffers 
from the drawback that good solubility of t-PA from prokaryotes can only be achieved 
with very high arginine concentrations. 



1989, 
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Record Display Form 



http://westbrs:8002^ 



Brief Summary Text (10) : 

Thus, WO 90/01333 (Invitron) describes the combination of lysine, histidine 
arginine with citrate for t-PA and derivatives from bacteria. Citrate is used at 5 
mmoles/1, lysine, histidine, arginine at 150 mmoles/1 at pH 6. Furthermore, albumin 
is added. 

Brief Summary Text (11) : 

WO 89/050347 (Invitron) describes the combination of arginine (20-200 mmoles/1) and 
citrate (20-80 mmoles/1) at pH 5-8. — 

Brief Summary Text (12) : 

WO 90/08557 (Genetics Institute) discloses a combination of creatinine with various 
additives such as histidine, arginine, proline, betaine, choline, imidazole, 
tryptophan, citrate, optionally with addition of glutamic acid, aspartic acid and 
succinic acid. * 

Brief Summary Text (13) : 

EP 0 2 97 2 94 (Behring) discloses the combination of at least two amino ac ids such as 
lysine, ornithine, arginine, tranexamic acid and other additives at pH 5-10. 

Brief Summary Text (14) : 

EP o 156 169 (Asahi) describes ornithine and/or lysine, optionally with addition of 
citrate, glycine or phosphate, and EP 0 228 862 (Genentech) discloses a formulation 
containing arginine with or without chloride and with or without detergent. 

Brief Summary Text (15) : 

Likewise, alternative formulations of r-PA in the presence of lysine and lysine 
analogues respectively, in solutions buffered with citric aci d are described i n EP 
lu 950 (Boehrmger Mannheim). However, more recent examinations demonstrate that 
the solubility of r-PA in these formulations as well, is not as yet completely 
sufficient. It has been determined that in fact, the solubility may be improved by 
increasing the citrate concentration; however, such formulations are not or only in 
part tolerated by the veins. Moreover, the high salt concentrations and the low 
glass temperature (Tg>) associated therewith result in the necessity to carry out 
the lyophilisation of these formulations at temperatures below -45 degree C and 
-50. degree. C. Technically, these temperatures are realizable often only at a very 
high expenditure, and they require complex control and monitoring elements in order 
to control and measure the optimum conditions for lyophilisation. Moreover this 
involves a relatively high expenditure of energy. Furthermore, for industrial 
production there are often used rather old lyophilisation plants, which lack the 
requisite complex measuring and control technology, and where, consequently, as a 
rule, there can only be guaranteed a working temperature of about -45. degree. C. 

Brief Summary Text (17) : 

The object of the invention is attained by a pharmaceutical preparation containing a 
plasminogen activator, with the preparation containing at least one sugar and 
tranexamic acid as pharmaceutical additives. In lyophilised form, the preparation is 
stable on storage over a prolonged period of time. Likewise, the aqueous injection 
solution prepared by reconstitution meets this criterion of improved storaqe 
stability, in particular, this is the case when the pH value of the solution is 
adjusted to a value of between 5.5-6.5. As further additives, the pharmaceutical 
preparations may contain conventional buffer substances or surface-active materials 
(anionic, cationic or neutral surfactants) . 

Brief Summary Text (18) : 

As an example of the plasminogen activators (PA) possible within the meaning of the 
invention, the plasminogen activator K2P (BM 06.022) described in more detail in the 
European patent application EP-A-0 382 174 was used. It consists of the cringle 2 
(K2) and the protease domain (P) of human t-PA and, due to its expression in 
Escherichia coli cells, is present in non-glycosylated form. 

Brief Summary Text (19) : 

As sugar, the formulations of the invention preferably contain mono- or 
disaccharides. As the disaccharides, particularly saccharose, trehalose, maltose or 
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•lactose are possible. In particular, the monosaccharides are galactose or 
corresponding amino sugars such as, e.g., galactosamine . Preferably, the 
non- reducing sugars saccharose and trehalose are employed. The sugar concentration 
m the aqueous injection solution is preferably 40-100 mg/ml, with between 50-70 
mg/ml being preferred. 

Brief Summary Text (20) : 

As buffer substances, the pharmaceutical preparations may contain conventional 

SUbshanrf q nnooihlo -F^>- on/-.V> 3 . ■ -, . _ 



, ■ r- — ^^^^^ ^^oioliuud may tuuLdin conventional 

substances possible for such purposes and representing salts of strong acids with 
weak bases or of weak acids with strong bases. As examples, there may be mentioned: 
alkali salts of phosphoric acid, tartaric acid, malic acid and the like. Amino acid< 
are also possible. Preferably, the preparations according to the invention contain 
phosphate buffer. In particular, the concentration of phosphate buffer in the 
aqueous solution ready for injection is 50-300 mmoles/1, preferably 80-220 mmoles/1 
and, particularly preferred, 130-170 mmoles/1. As a phosphate buffer, disodium or 
dipotassium hydrogen phosphate is preferably used, which is adjusted to the 
respective pH value using phosphoric acid. 

Brief Summary Text (21) : 

^Lo? 1U £u liSer ' thS P re P aration s according to the invention contain tranexamic acid 

( TES ) . The concentration of tranexamic acid in the aqueous solution ready for 

injection is preferred to be 1-50 mmoles/1, preferably 8-12 mmoles/1. Particularly 
advantageous is the use of a concentration of 10 mmoles/1. Surprisingly, tranexamic 

acid has been found to increase the solubility of plasminogen activators 

particularly of non-glycosylated plasminogen activators in an aqueous medium For 
instance, in the case of the plasminogen activator derivative r-PA, solubility was 

^H Sa ^ f I*™* hY .t faC ^.? f 1 •? With res P ect to a solution free of tranexamic 

acid. The factor for the solubility increase preferably ranges from 2-3 Thi^ 

effect, above all, is advantageous within the scope of the preparation of 
lyophilised pharmaceutical preparations of plasminogen activators since, due to the 
possibility of increasing the concentration of the plasminogen activator in the 
solutions used, the amount of water to be used in the production process may be 
reduced significantly and, on the whole, a production is achieved which is 
energy-saving and more cost effective. In particular, the lyophilisation periods in 
the production process are reduced. 

Brief Summary Text (22) : 

As surfactants, non-ionic, anionic or cationic surfactants, preferably, however 
non-ionic surfactants such as Tween 80 or Tween 20 may be used. The surfactant ' 
concentration is 0.005-0.1% (w/v) and preferably 0.01%. 

Brief Summary Text (27) : 

In addition, the invention is directed to the use of a specified mixture of 
pharmaceutical adjuvants consisting of the group sugar and tranexamic ac id for the 
longterm stabilisation of plasminogen activators. In particular, in order to achieve 
good storage stability, a combination of the adjuvants sugar, phosphate buffer 
tranexam ic acid, and surfactant is especially advantageous. 

Brief Summary Text (30) : 

l^l* e ™T iD 9° f f the present invention, relatively high glass temperatures can be 
attained for the frozen solutions especially when a potassium salt such as 
dipotassium hydrogen phosphate or potassium dihydrogen phosphate is used as the 
phosphate buffer for the solutions required for lyophilisation. In this regard in 
particular, dipotassium hydrogen phosphate at a concentration of from 20-40 mg/ml 
preferably 20-30 mg/ml can be used. The increase in glass temperature can be ' 
enhanced by adding saccharose. In this connection, saccharose is added preferably at 
a concentration of from 60-90 mg/ml, in particular, 60-80 mg/ml. The use of a 
solution containing about 26 mg/ml of dipotassium hydrogen phosphate (K sub 2 
HPO sub. 4 .times. 12 H.sub.2 O) and about 70 mg/ml of saccharose is particularly 
preferred. The pH value of the solution is adjusted to a value of 6 usinq 
preferably, 85% -phosphoric acid (about 12 mg/ml) . The solution further contains 
about 0^5-5 mg/ml preferably 1-2 mg/ml tranexamic acid, in particular, about 1 6 
mg/ml Besides this, the solution may contain, in addition, surfactants such as 
Tween 80, which is applied preferably at a concentration of from 0.01-0.3 mg/ml in 
particular, about 0.1 mg/ml. 9/ ' in 
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Brief Summary Text (32) : 

Another advantage of the preparation according to the invention is that when 
producing the lyophilisates , due to the increase in solubility of non-glycosylated 
plasminogen activators, in particular, in the case of the type K2P, K1K2P or P type 
muteins, achieved by the addition of tranexamic acid, one may start with smaller 
volumes (for example, of about 5 ml per single administration form) of solutions to 
be frozen, so that the lyophilisation period is significantly reduced with respect 
to solutions hitherto used for the preparation of lyophilisates (for example of 
about 10 ml per administration form) . Preferably, one starts with solutions 
containing the active substance at a concentration about twice as high as compared 
to the aqueous administration form ready for injection so that aqueous solutions of 
5 ml can be used instead of the hitherto conventional solutions of 10 ml. "It is 
most preferred where, prior to lyophilization, the aqueous solution contains the 
active substance at a concentration which is up to three times higher than the 
concentration of a ready-to-use aqueous injection or infusion solution." 

Detailed Description Text (3) : 

r-PA (BM 06.022) was adjusted to a protein concentration (C.sub.prot.) of 6 mg/ml 
(ultrafiltration over an Amicon YM 10 membrane) and dialysed against the buffers as 
indicated. Subsequently, the samples were adjusted to C.sub.prot. =4 mg/ml and were 
a) left unchanged, b) filled up with 0.01% Tween 80, and c) with 0.01% Tween 20. 

Detailed Description Text (7) : 

The present data shows that without addition of detergents, there is substantial 
increase m light scattering of the sample under mechanical stress (FIG. 1) By 
adding detergents, the increase can be suppressed to the largest extent. Within the 
scope of measuring accuracy, no difference between Tween 8 0 and Tween 2 0 is notable 



Detailed Description Text (11) : 

r-PA was dialysed against the buffer (without Tween 80) indicated in Table 1 
adjusted to C.sub.prot. =4 mg/ml, filled up with Tween 80 to C=0.01%, portioned and 
sterile filtrated. Each time 9 samples were frozen at -20. degree, and -70 degree 
C respectively. On the days as indicated in the Table all of the samples were 
thawed (15 mm at 25. degree. C. in a water bath) except for the control. Each time 
one sample was analysed (C.sub.prot. and amidolytic activity). The rest of the 
samples were frozen at -20. degree. C. and -70. degree. C, respectively After 
completion of the series the activity of the non-stressed sample was determined. 

Detailed Description Text (17) : 

r-PA (BM 06.022) was concentrated over an Amicon YM 10 membrane to 5 mg/ml and 
dialysed against the buffer (without Tween 80) indicated in Table 2. The dialysates 
wereadjusted to C.sub.prot. =4 mg/ml, filled up with Tween 80 to C=0.01%, 
portioned, and stored at -2 0. degree. C. and 4. degree. C. After 7, 14, 2 0 and 3 0 
days, amidolytic activity and protein concentration of the stressed samples were 
determined. * 

Detailed Description Paragraph Table (1) : 

— r- ■ A) 150 mM of Na.sub.2 HPO.sub.4 /H.sub.3 

PO.sub.4, P H 6.0 10 mM of TES 50 mg/ml of saccharose a) without detergent b) with 
0.01% of Tween 80 c) with 0.01% of Tween 20 B) 150 mM of Na.sub.2 HPO.sub.4 /H sub 3 
PO.sub.4, pH 6.0 10 mM of TES 50 mg/ml of trehalose a) without detergent b) with 
0.01% of Tween 80 c) with 0.01% of Tween 20 C) 150 mM of K.sub.2 HPO.sub 4 /H sub 3 
PO.sub.4, pH 6.0 10 mM of TES 5 0 mg/ml of saccharose a) without detergent b) with' 
0.01% of Tween 80 c) with 0.01% of Tween 20 D) 150 mM of K.sub.2 HPO.sub 4 /H sub 3 
PO.sub.4, pH 6.0 10 mM of TES 50 mg/ml of trehalose a) without detergent b) with 
0.01% of Tween 80 c) with 0.01% of Tween 20 

Detailed Description Paragraph Table (2) : 

TABLE 1 150 ^ Qf Na . subi2 HPO.sub.4 /H.sub.3 

PO.sub.4, pH 6.0 10 mM of TES 50 mg/ml of saccharose 0.01% of Tween 80 -20 degree 
C. -70. degree. C. C.sub.prot. AA C.sub.prot. AA Day [mg/ml] [MU/mTT [mg/ml] [MU/ml] 

— — — — 0 4.1 3.1 4.1 3.1 1 4.5 3.1 4.6 3.0 2 4.6 3 2 

4.8 3.1 3 4.3 3.1 4.0 3.0 4 4.8 3.1 4.7 3.1 5 4.1 3.3 4.1 3.2 6 4.2 3.0 4.2 3.1 7 
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4.1 3.1 4.3 3.2 8 4.0 2.9 4.3 3.1 Control 4.3 3.0 4.3 3.1 



Amidolytic activity C. sub. prot. : Protein concentration 



Control: Untreated sample measured AA: 



Detailed Description Paragraph Table (3) : 

TABLE 2 _ 150 mM of Na.sub.2 HPO.sub.4 /H.sub.3 

PO.sub.4, pH 6.0 10 mM of TES 50 mg/ml of trehalose 0.01% of Tween 80 -20 degree C 
+4. degree. C. C. sub. prot. AA C. sub. prot. AA Day [mg/ml] [MU/ml] [mg/ml] [MU/ml] 

0 3.9 2.1 7 3.9 2.3 3.97 2.4 14 3.9 2.3 3.98 

2.4 20 3.9 2.3 3.9 2.4 30 3.9 2.3 3.9 2.4 

Amidolytic activity C. sub. prot. : Protein concentration " 



AA: 



Detailed Description Paragraph Table (4) : 

TABLE 3 200 mM of Ma. sub. 2 HPO.sub.4 /H.sub.3 

PO.sub.4, pH 6.0 10 mM of TES 50 mg/ml of saccharose 0.01% of Tween 80 -20. degree 
C. +4. degree. C. C. sub. prot. AA C. sub. prot. AA Day [mg/ml] [MU/ml] [mg/ml] [MU/ml] 

— 0 6.0 3.3 6.0 3.3 1 5.7 3.3 5.7 3.6 2 5.8 3.3 

5.9 3.4 5 5.9 3.2 6.0 3.6 9 6.0 3.3 5.9 3.7 15 5.8 3.5 5.9 3.5 29 5.9 3.6 5.9 3.8 

: . AA: Amidolytic activity C. sub. prot. : Protein 

concentration 

Detailed Description Paragraph Table (5) : 

TABLE 4 _ 150 m of Na . sub>2 H P0.sub.4 /H.sub.3 

PO.sub.4, pH 6.0 10 mM of TES 50 mg/ml of saccharose 0.01% of Tween 80 -20 degree 
C. -70. degree. C. C. sub. prot. AA C. sub. prot. AA Day [mg/ml] [MU/ml] [mg/ml] [MU/ml] 
- - - = - - - 0 5 - 9 3.5 5.9 3.5 1 5.5 3.5 5.6 3.4 2 5.6 3.4 

5.5 3.5 5 6.0 3.5 6.2 3.6 9 6.0 3.3 6.0 3.3 15 6.0 3.6 5.9 3.1 29 5.9 3.5 6.0 3.6 

. AA: Amidolytic activity C. sub. prot. : Protein 

concentration 

Detailed Description Paragraph Table (6) : 

™ E , 5 ■ . 150 mM of Na.sub.2 HPO.sub.4 /H.sub.3 

PO.sub.4, pH 6.0 10 mM of TES 50 mg/ml of saccharose 0.01% of Tween 80 C. sub. prot 
AA Day [mg/ml] [MU/ml] ^T?J7 2 4>8 5 1Q P 2 4 ' 9 

■ AA: Amidolytic activity C. sub. prot. : Protein 

concentration 

Detailed Description Paragraph Table (7) : 

-— Solution A: BM 06.022 4 mg/ml Na.sub.2 

HP0.sub.4.12H.sub.2 O 53.72 mg/ml H.sub.3 PO.sub.4 85% 11.3 mg/ml Tranexamic acid 

1.6 mg/ml Saccharose 50 mg/ml Tween 80, pH 6 0.1 mg/ml Solution B: BM 06.022 4 mq/ml 
K.sub.2 HPO.sub.4 26.2 mg/ml H.sub.3 PO.sub.4 85% 11.6 mg/ml Trane xamic acid 1.6 
mg/ml Saccharose 70 mg/ml Tween 80, pH 6 0.1 mg/ml " — 



Detailed Description Paragraph Table (8) : 

TABLE 6 ^ Composition of Real and Placebo 

Solutions 1b Real solutions Test No. 93/1292 

Test No. 93/1294 BM 06.022 10 MU 10 MU 

Dipotassium hydrogen 131.0 mg 131.0 mg phosphate Phosphoric acid 85% 58 mg 58 mg 
Tranexamic acid 8 . 0 mg 8 . 0 mg Saccharose 250.0 mg 350.0 mg Polysorbate 80 0 5 mg 0 5 
mg Water p.i. q.s. 10.0 ml q.s. 10.0 ml pH 6.0 6.0 Osmolarity 320 mOsmoles 351 
™?/™ S 1 2 - Placebo Solutions Test No. 

A( I f 93 { 129 ' - Dipotassium hydrogen 

131.0 mg 131.0 mg phosphate Phosphoric acid 85% 58 mg 58 mg Trane xamic acid 8.0 mq 
8.0 mg Saccharose 250.0 mg 350.0 mg Polysorbate 80 0.5 mg 0 . 5 mg Water p i q s 
10.0 ml q.s. 10.0 ml pH 6.0 6.0 Osmolarity 322 mOsmoles 343 mOsmoles 



CLAIMS : 



1. A pharmaceutical composition comprising a protein having plasminogen activator 
activity, sugar and tranexamic acid, wherein said tranexamic acid is the only 
aminocarboxylic acid in said composition, and wherein said composition is devoid of 
citrate . 
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2. The composition according to claim 1, wherein said sugar is a disaccharide . 

9 * !!! e ,^ mpOS ^ ion accordin 9 to cl aim 1. wherein said sugar is present in an amount 
of 40-100 mg/ml. 

^"^ " c ^he composition according to claim 7, wherein said sugar is present in an amount 
of 50-70 mg/ml. — 

11. The composition according to claim 1, wherein said tranexamic a cid is present in 
an amount of 1-50 mmoles/1. ~ — F 

12. The composition according to claim 11, wherein said tranexa mic acid is present 
in an amount of 8-12 mmoles/1. — " 

21. A composition in the form of a lyophilisate with a residual moisture content of 
less than 5%, comprising a protein having plasminogen activator activity sugar 
phosphate buffer, tranexamic acid and a surfactant, wherein said composition is' 
devoid of citrate and wherein said tranexamic acid is the only aminocarboxylic acid 
in said composition. 

24. A process for preventing the loss of plasminogen activator activity or for 
preventing the formation of protein aggregates in a composition which contains a 
protein having plasminogen activator activity, comprising mixing said protein having 
plasminogen activator activity with sugar and tranexamic acid, wherein said 
tranexamic acid is the only aminocarboxylic acid in said composition, and wherein 
said composition is devoid of citrate. 

25. A process for preparing a lyophilized pharmaceutical composition comprising a 
protein having plasminogen activator activity, sugar and tranexamic acid, wherein 

said tranexamic acid is the only aminocarboxylic acid in said composition, and 

wherein said composition is devoid of citrate, comprising 

preparing an aqueous solution containing a protein having plasminogen activator 
activity, sugar, and tranexamic acid, 

freezing the aqueous solution, 

adjusting the temperature of the frozen solution to a value below the glass 
temperature , and 

lyophilizing the frozen solution in a vacuum. 

28. A method for treating blood clots comprising administering to a patient in need 
ot such treatment, an effective amount of a composition comprising an effective 
amount of a protein having plasminogen activator activity, sugar and tr anexamic 

acid, whe rein said tranexamic acid is the only aminocarboxylic acid in said 

composition, said composition is devoid of citrate and wherein said composition is 
in a vein-tolerated pharmaceutical administration form. 

29. A pharmaceutical composition comprising a protein having plasminogen activator 
activity, sugar and a single aminocarboxylic acid, wherein said single 
aminocarboxylic acid is tranexamic acid, and wherein said composition is devoid of 
cit2ra.te . 
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L10: Entry 39 of 



DOCUMENT- IDENTIFIER: U! 
TITLE: Oral composition^ 




File: USPT 



tranexamic acid and carvone 



Aug 14, 1984 



Brief Summary Text (18) : 

The amount of tranexamic acid blended is not particularly limited in the present 
invention, but is generally in the range of 0.01 to 5% toy weight of the composition 

inc?ude t other° add 1 M; am r ^ ^ °^ COm P° sition <* this Invention My further 
Si. ? additional active ingredients, for example, enzymes such as amylase 
Efgea^ mutanase, lysozyme, lytic enzyme, etc., fluorine compounds such as alkali 
metal monof luorophosphates (e.g., disodium monof luorophosphate, dipotassium 

?iuoriSe r °K° S f at ^' etC>) andmg t al fluorides (e.g., sodium fluoride, stannous 
fluoride, etc.), stannous compounds, chlorhexidine salts, .epsilon. -aminocaoroic 
acid, aluminum chlorohydroxyallantoinate, dihydrocholesterol glycyrrheSnSes 
glycerophosphate sodium chloride, water-soluble inorganic phosphates (eg 
nn^hool ^ Sal /\° f orth °Phosphoric acid, pyrophosphoric acid and' 

polyphosphoric acid) and the like alone or in admixture. 

Brief Summary Text (27) : 

The toothpastes may generally have a_pH of 4.5 to 10, preferably 6 to 8.5. 
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L10: Entry 35 of 40 



File: USPT 



Dec 3, 1985 



DOCUMENT- IDENTIFIER : US) 
TITLE: Toothpaste composite 




Detailed Description Text (20) : 

In addition to fluorides, the toothpaste composition of this invention may further 
include other active ingredients, for example, enzymes such as amylase, protease, 
mutanase, lysozyme, lytic enzyme, etc., stannous compounds, . epsilon . -aminocaproic 
acid, tranexamic acid, aluminum chlorohydroxyallantoinate, dihydrocholesterol , 
glycyrrhetinates, glycerophosphate, sodium chloride, water-soluble inorganic 
phosphates, and the like alone or in admixture. Examples of the watersoluble 
inorganic phosphate are potassium and sodium salts of orthophosphoric acid, 
pyrophosphoric acid and polyphosphoric acid, while the potassium salts are 
preferred. 

Detailed Description Text (24) : 

The toothpaste composition according to this invention may generally have a pH or 
4.5 to 10, preferably 6 to 8 . 5 . 

CLAIMS : 



9. A toothpaste composition according to claim 1 wherein the pH of the toothpaste 
composition is 4.5 to 10. 



20. A toothpaste composition according to claim 10 wherein the pH of the toothpaste 
composition is 4.5 to 10. 
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L10: Entry 34 of 40 



File: USPT 



Mar 18, 1986 



DOCUMENT- IDENTIFIER: US 4^76^16 
TITLE: Dentifrice composition^ 



tent 



Brief Summary TextT (25) : 

Jnctude'other^dSi^l 6 : V? dentif ^ ice composition of this invention may further 
include other additional active ingredients, for example, enzymes such as ara V l asP 
B£ote^ mutanase , lysozyme, lytic enzyme, etc., •ltali'm.tJTmi^Sc^iSjKJ;. 
a« iJ- ?n Um m ° nofluor ophosphate and potassium monof luorophosphate, fluorides such 
as sodium fluoride, stannous fluoride, etc., chlorohexidine salts, luorides such 

£Z B * lon ;- ami " oca P r °ic acid, tranexamic acid, aluminum chlorohydroxyallantoinate 
dihydrocholesterol, glycyrrhet inates , glycerophosphate , sodium chloride 
water-soluble inorganic phosphates, and the like alone or in admixture Preferablv 
alkali metal monof luorophosphate s such as sodium monof luorophosphate may be StolLd 
with dextranase because they not only stabilize dextranase, but also reLin COmbined 
sufficient dextranase in aged dentifrice compositions. In this case Jhe cLt-.nh of 
wriaht 1 T? 1 m ° n0flUOr0 P^sphates may preferably be in £. range of' 0 £ 
weight. Mutanase coacts with dextranase to provide a synergistic effect of 

fdv^ n9 Pla 2 Ue and P reventin 9 reformation of denial plaque Dextranase mav 

advantageously be combined with lytic enzyme to increase the effiJacy thereof 
Examples of the water-soluble inorganic phosphate are potassium and LSum sfits of 
SSKS :S~ hMiC ^ -^hosjhoric acid^whXThr 1 " 

Brief Summary Text (30) : 

4 Th 5 jr^SfSs; 1 ^ 8 c 5 ordin9 to this invention may generai1 ^ h - * & <* 

CLAIMS : 

5. A dentifrice composition according to claim 2, having a pH of 4.5 to 10. 

6. A dentifrice composition according to claim 2, having a pH of 6 to 8 . 5 . 
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L7: Entry 9 of 12 File: USPT Dec ^ ^ 

DOCUMENT- IDENTIFIER: US 585183S A 

TITLE: Method for determining fibrinogen and reagent for determination thereof 
Abstract Text (l) : 

A method for determining fibrinogen concentration whereby thrombin or a protease 
inhibitor haying similar activity thereto is added to an undiluted to te st sampl e to 
convert fibrinogen in the sample to fibrin, and determining a coagulation time 
fibrinogen is converted in a reaction mixture containing a salt af a higS 
concentration and a reagent therefor. The determination in the presence of a salt at 
sample. tlOT sim P lified determination without diluting the test 

Brief Summary Text (19) : 

The present invention provides a method for determining fibrinogen in a test samn J( = 
SS^'i" 8 9 ^ h 5 ombin or a Protease having a similar activity hereto to a" ?est 

sample to convert fibrinogen in the sample to fibrin, and determining a coaqulatJon 
time wherein an undiluted sample is used and the fibrinogen is converted in a 
reaction mixture containing a salt at a high concentration. ^rtea m a 

Brief Summary Text (20) : 

™ P " SenC inv ? nti °" alBO "la", to a reagent for fibrinogen determination 
n,v?ng"°fi:i!.r t ,c% t i;irj 9h ~~*»"~. — NIHO/inl tKro^in or Tprotea.e 

Detailed Description Text (3) : 

According to the method of the present invention, fibrinogen in a sample is 
converted to fibrin by the action of thrombin or a protease having a similar 

S ^u 7 -/ 116 c ? a 9 ulation time varies depending on thTTIbFinogen concentration anr. 
tnrfSrin^^ir^^ C ™ d±tio ™ are the — the «^.t^iST^.££. to 
standard ?2fl« concentration Comparison thereof with the coagulation time of the 
standard leads to the determination of fibrinogen. 

Detailed Description Text (5) : 

The origin of the thrombin to be used in the present invention is not particular^ 
limited, and thrombins derived from human, cow, horse, goat and the 1 ike can Je 7 
used, and they are commercially available. The "similar activity" in « a protease 
having a similar activity" means the protease activity which forms fibri n bv no 
on fibrinogen. The origin of such protease is not particularly Sited an 7 9 

AgSroaon JhSSifS . *™^^<>t a -ake (academic^ SSSSiiSf 

AgKistrodon rhodostoma) and the like can be used. 

Detailed Description Text (6) : 

^ e ^^ h ^ 0mbin is , used in the Present invention, an excess amount of at least 20 nthii 
amonn? e ?H Per I ml °L plasma - When a Protease having a similar activity is used an 
^concentration of ttro^To^ ?° tivlty ^ — erteS 11 thrombin. 

m ixture C ifg e a nerany "-IoTni^^ * * taction 

Detailed Description Text (7) • 

or fproteasf havJno f^wf inve ? tion < a sam P le a * d a reagent containing thrombin 
prefe rably it z-ITa similar activity are mixed at a volume ratio of l7l-l:8, 
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Detailed Description Text (20) : 

^ f i brin °? en ^ etermination rea 9 ent of the present invention contains a salt at- - 
acSvJty Centratl ° n ^ 2 °- 500 N1HU/ml thr0mbin ° r * Please havTngTsimilar * 

Detailed Description Text (21) • 

sStWi els: sssvsys -sE^.^-F-" - a 

Detailed Description Text (27) • 

trademark), and substances such as suqars (a a l a ^«r ethers (e.g. Tween 20, 
glycol and glycerol. sugars (e.g. lactose), ammo acids, polyethylene 

CLAIMS : 

ratio of the sample to the reagent of 1:2. P 7-35), at a volume 

ratio of the sample and the reagent of 1-2 ' P " 7 ' 35> " a v ° lun " ! 
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L7: Entry 33 of 78 



File: USPT 



Mar 8, 1994 



DOCUMENT- IDENTIFIER: US 5292528 A 
TITLE : Oral Composition 

Detailed Description Text (29) : 

Examples of the therapeutic agent are cationic bactericides such as cetylpyridium 
chloride and chlorhexidine salts; nonionic bactericides such as tricrosan 
amphoteric bactericides such as dodecyldiaminoethylglycine; enzymes such as 
dextranase, amylase, protease, mutanase, lysozyme and lytic enzymes- 
monof luorophosphates of alkali metals, such as sodium monof luorophosphate and 
potassium monof luorophosphate; fluorides such as sodium fluoride and stannous 

t i^n^?n- 5 a ^ ami g f Cld and • e P sil on--aminocapric acid; aluminum chlorhydroxyl 
allantoin; dihydrocholesterol , glycyrrhizin salts, glycyrrhetic acid, 
glycerophosphate, chlorophyll, sodium chloride, caropeptide and water-soluble 
orin U combinac^ 9aniC ph ° Sph ° ric acid " These therapeutic agents may be used alone 
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L7: Entry 12 of 12 File: USPT 



Nov 26, 1991 



DOCUMENT- IDENTIFIER: US 5068106 A 

TITLE: t-PA solution of high concentration and use of the solution in human and 
veterinary medicine 

Abstract Text (2) : 

Hence, the present invention relates to a process for the preparation of a solution 
of high concentration of a protein having plasminogen activator activity, where an 
increase in stability and solubility is achieved by adding at least two substances 
from the group of D- and/or L -amino acids, their salts, derivatives or homologs . 
This invention also relates to a process for the pasteurization of a protein 
solution having t-PA activity, and to a t-PA-containing solution prepared by the 
claimed process, and to the use of this solution as a fibrinolytic in human and 
veterinary medicine. 

Brief Summary Text (4) : 

Plasmin, which has thrombolytic activity, is a relatively non-specific, trypsin-like 
serine protease . It is synthesized in the form of an inactive precursor, 
plasminogen. Plasminogen circulates as inactive precursor in the blood and is 
activated only in response to particular stimuli. The conversion of plasminogen into 
plasmin is catalysed by plasminogen activators. 

Brief Summary Text (13) : 

t-PA concentrations of 3,000 to 50,000 U/ml can be reached by addition of lysine or 
ornithine under the conditions described in EP-A 156,169. This would result, at the 
therapeutic dosage required, in delivery of a very large amount of liquid. Addition 
of lysine or ornithine as described in European Patent Application EP 156,169 cannot 
result in solutions containing t-PA which can be reasonably used therapeutically. 

Brief Summary Text (16) : 

This object is achieved according to the invention by adding to the solution at 
least two substances from the group of D- and/or L -amino acids , their salts 
derivatives or homologs . " — 

Brief Summary Text (17) : 

It has emerged, surprisingly, that addition of at least two substances from the 
group of D- and/or L -amino acids, their salts, derivatives or homologs has a 
stability-promoting effect on proteins having t-PA activity. At the same time an 
increased solubility of the protein can be observed by combination of several of 
these substances. The extent of both effects is completely unexpected. Both the 
increase in stability and the rise in the solubility are apparently derived from a 
synergism of the individual actions. 

Detailed Description Text (1) : 

The substances according to the invention, for example lysine, ornithine, arginine 

diammopimelic acid, agmatine, creatine, guanidinoacetic acid, acetylornithlne^ 

citrullme, argininosuccinic acid, tranexamic acid and c-aminocaproic acid are 
outstandingly suitable for the formulation of solutions intended for infusion. A 
feature which is common to them all is the presence of a basic group in the form of 
an amino and/or a guanidino group. 

Detailed Description Text (2) : 
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A combination of arginine and lysine, preferably 0.001 to 1 mol/l, particularly 
preferably 0.01 to 0.5 mol/l, has proved particularly suitable for the preparation 
of a solution of high concentration of a protein having plasminogen activator 
activity. Thus, for example, it has been shown that the t-PA activity in a cell 
culture supernatant had fallen to 31% of the initial value after incubation at 
+4. degree. C. for 5 days, whereas addition of 0 . 1 mol/l arginine and 0.1 mol/l 
1 y sine to a parallel sample resulted in a decrease in activity of only 5% after the 
same incubation time. 

Detailed Description Text (4) : 

The isolation of the t-PA or of a protein having the same activity can be carried 
out by customary methods. Where appropriate, the protein having t-PA activity is 
first dissolved by dialysis against a buffered solution of a chaotropic agent, for 
example KSCN, concentrated in this state to the desired t-PA concentration, and then 
dialyzed against a buffered solution containing at least two of the substances 
according to the invention, preferably arginine and lysine . For example, this will 
entail the solution of a protein having plasminogen activator activity being 
dialyzed first against approximately 1.6 mol/l KSCN in approximately 0.05 mol/l 
tris-HCl, pH 7, and then against arginine and lysine, each 0.1 mol/l, in 0.05 mol/l 
tris-HCl, pH 7. 

Detailed Description Text (7) : 

It is customary for solutions intended for parenteral administration to be 
sterilized by filtration because many of the biologically active molecules would be 
decomposed by pasteurization. However, the presence of viruses can never be 
completely ruled out in products sterilized by filtration, as is demonstrated by the 
SV 40 contamination of smallpox vaccine or the transmission of the AIDS virus by 
factor VIII preparations. A considerable advantage of the process which is described 
here is that the proteins having t-PA activity are sufficiently stabilized by the 
addition of substances according to the invention that their activity is 
substantially retained even after pasteurization. Whereas a buffered t-PA-containing 
solution had, for example, after a low- temperature pasteurization, retained only 0 5 
per cent of the initial activity, it was possible to retain about 85 per cent of the 
initial activity by addition of arginine and lysine, 1 mol/l each. 

Detailed Description Text (11) : 

The protein-containing solution can, where appropriate, be mixed with further 
additives, for example mono- or disaccharides , sugar alcohols and, where 
appropriate, other additional components such as, for example, albumins, gelatin 
Haemaccel, sodium chloride, calcium chloride, heparin, EDTA, glycine or detergents 
These additional components are added in physiologically tolerated amounts for the 
purpose of, for example, stabilization, buffering of the system, inhibition of 
proteases, reducing the surface tension and regulating the osmolarity. 

Detailed Description Text (12) : 

Addition of sucrose or sorbitol has a further stabilitypromoting effect during the 
pasteurization. Thus, the content of active molecules remaining after pasteurization 
in a glycme-buffered t-PA solution which contains arginine and lysine, 0.5 mol/l 
each, can be increased from about 81 per cent to 96 per cent. In this connection, 
addition of 0.2 to 2 kg of sucrose or sorbitol per liter is preferred. 

Detailed Description Text (21) : 

The cell culture supernatants harvested under sterile conditions were stored at 

+4. degree. C. for 5 days in the presence or absence of 0 . 1 mol/l arginine and 0 1 

mol/l lysine . — 

Detailed Description Text (24) : 

However, the decrease in activity of the cell culture supernatant treated according 
to the invention is only 5 per cent, so that addition of arginine and lysine makes 
it possible for cell culture supernatants to be stored temporarily without 
considerable loss of activity. 

Detailed Description Text (26) : 

A t-PA-containing solution was dialyzed against 1.6 mol/l KSCN in 0.05 mol/l 
tris-HCl, pH 7.0, and then against 0.1 mol/l arginine and 0.1 mol/l lysine in 0.05 
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mol/1 tris-HCl, pH 7.0, and was concentrated to 0.1, 0.2, 0.5, 1.0, 10, 20, 40, 60 
and 80 mg of t-PA/ml. It was observed that it was possible to keep t-PA in' solution 
up to a concentration of 60 mg/ml . The solubility limit with Tween 80.sup.(.RTM ) 
(0.1%) without other additives was 0.5 mg of t-PA/ml. ' 

Detailed Description Text (28) : 

A t~PA-containing solution was dialyzed against 1.6 mol/1 KSCN in 0.05 mol/l tris, 
pH 7.0, and then against a buffer containing 0.05 mol/1 glycine, pH 7.0, together' 
with increasing concentrations of arginine and lysine . 0 . 5 or 1 g/ml sucrose was 
added to the t-PA~containing solution where indicated. The pH of the solutions was 
adjusted to 7. The solutions were heated at 60. degree. C. for 10 h. The t-PA 
activity was determined before and after pasteurization. 

Detailed Description Text (29) : 

The table shows that both sucrose and the addition of arginine and lysine have a 
stabilizing effect on plasminogen activator. Whereas the activity in a sample to 
which neither sucrose nor arginine or lysine has been added is almost completely 
destroyed by pasteurization, after addition merely of one gram of sucrose/ml 68 per 
cent of the initial activity is retained. This figure can be considerably improved 
by addition of arginine and lysine, so that 96 per cent of the initial activity is 
retained with a combination of 1 g/ml sucrose and of arginine and lysine, 0.5 mol/1 
each, which means that the loss of activity due to pasteurization becomes neqliqiblv 
small . 1 

Detailed Description Paragraph Table (2) : 

. Concentration of Activity after 

pasteurization (%) arginine + lysine Sucrose concentration (g/ml) (mol/1) 0 0.51 
- nt _ . " " 0.5 -- 68 0.001 0.001 56.0 -- -- 0.05 

0. 05 56.9 0.1 0.1 71.3 88.0 88.0 0.2 0.2 76.1 0.5 0.5 80.7 91.0 96.3 1.0 

1.0 85.6 — — 

CLAIMS : 

1. A process for the preparation of a protein solution having tissue plasminoqen 
activator (t-PA) activity, comprising ~ 

preparing a solution containing t-PA in the one- or two-chain form, or a solution 
containing a derivative of said t-PA which occurs naturally or which has been 
prepared by synthesis or genetic manipulation; and 

adding to said solution 0.001 to 1 mol/1 of arginine and 0.001 to 1 mol/1 of lysine . 

3. The process as claimed in claim 1, wherein said addition step comprises dialyzinq 
said solution containing t-PA against a buffered solution containing arginine and 
lysine . — w 

6 The process as claimed in claim 5, further comprising, after adding the lysine 
and arginine and before the pasteurization step, adding an effective amount of a 
anrsorbitol 011 Stabilizing substance selected from the group consisting of sucrose 

8. The process as claimed in claim 1, wherein 0.01 to 0.5 mol/1 of arginine and 
lysine are added. 2 

11. The process as claimed in claim 3, wherein said buffer solution contains 0 1 
mol/1 arginine and 0.1 mol/1 lysine, and has a pH of 7. 
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DOCUMENT- IDENTIFIER; US 63 38855 Bl 

TITLE: Cleansing articles for skin and/or hair which also deposit skin care actives 
Brief Summary Text (76) : 

Ji^iJ 1UC ° Bid 5 B and . alk y 1 Polyglucosides are useful herein, and can be broadly 
defined as condensation articles of long chain alcohols e a cb ™ a w^?! 

sugar moiety such as glucose, fructose, mannose, and galactose; n is an inteaer of 

moiecy, r is a C8-20 alkyl group, and n is an integer of from about l to ah nut- q — 
S5SS lly ^S 1 ' eXam P les of thes * surfactant include dec?? polyglucosLe ' 
MOCS ana 6*1 as fill S! FT "af ^ l3Uryl PoWuccide (available as APG 

■SSSLTooSt?.^^ ™ S ^ ^ ^factants such as 

Brief Summary Text (78) : 

urtft^l'r^-l F n' C : SUb ' 1 " C - sub - 4 alk y!' 2-hydroxyethyl, 2 -hydroxy-propyl 
Seth y r b R y is1 U sub 5 ? U sub T° re P ~ferably -thyl ol ethyl^ mos^ preferably 

or an alkylated derivative (preferably 4thoxJlated or pLpo^latld) thereof Z 
preferably is a sugar moiety selected from the group consisting of qlucose 
fructose maltose, lactose, galactose, mannose, xylLe , anf mJLure^t^fffef An 
Hy preferred surfactant correspoTIdTnFto the above structure is coconuf 
alkyl N-methyl glucoside amide (i.e., wherein the R.sup.2 CO-- moietv is de?ivpH 
from coconut oil fatty acids) . Processes for making compositions conLinino 
sSi y ? Y ? r T y ^12 aCid amideS are disc l°sed, for example, in G B Pat 
Pat No SZVll'* 060 ,' published Feb " 18 - 1959, by Thomas Medley & Co ,' Ltd • u S 

issued Dec. 25, 1 934; which are incorporated^ Vref e^nc; 4 ^' tn^i^Srety . 
Brief Summary Text (80) : 

sSS^ 9 exa ^ ples of Preferred nonionic surfactants for use herein are those 
selected form the group consisting of C8-C14 glucose amides, C8-SS alkvl 

fflKES? t S Aereo E ° Se C ° C ° ate ' SUCr ° Se l^Vii^'c^cS^ oxide, 
Brief Summary Text (122) • 

sucn rretinoi^acrd 30 ^ T i ^^^Y^ acid, and resorcinol; retinoids 

fnM^ ^ V6S ' 3 P referred exa "<Ple of which is N-acetyl-L-cysteine lipoL acid 
antibiotics and antimicrobials such as benzoyl peroxide, octopirox ^etracycUne, 
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•2,4,4 -trichloro-2 ' -hydroxy diphenyl ether, 3 , 4 , 4 ' -trichlorobanilide, azelaic acid 
and its derivatives, phenoxyethanol , phenoxypropanol , phenoxyisopropanol, ethyl 
acetate, clindamycin and meclocycline; sebostats such as flavonoids and 
bioflavonoids; bile salts such as scymnol sulfate and its derivatives, deoxycholate 
and chelate ; abietic acid; adapalene; allantoin; aloe extracts; arbietic acid and ' 
its salts; aryl-2,4 dioxo oxazolidine derivatives; ASEBIOL (available from 
Laboratories Serobiologiques, located in Somerville, N.J.); azaleic acid; barberry 
extracts; bearberry extracts; belamcanda chinensis; benzoquinolinones,- benzoyl 
peroxide; berberine; BIODERMINE (available from Sederma, located in Brooklyn N Y ) • 
bioflavmoids; bisabolol; S-carboxymethyl cysteine; carrot extracts; cassin oil- ' ' 
clove extracts; citral; citronellal; climazole; Completech MBAC-OS (available from 
Lipo); CREMOGEN M82 (available from Dragoco, located in Totowa, N.J.); cucumber 
extracts; dehydroacetic acid and its salts; dehydroeplandersterone salicylate- 
dichlorophenyl lmidazoldioxolan which is commercially available as COMPLETECh' 
MBAC-OS (from Lipo, located in Paterson, N.J.); DL valine and its esters,- DMDM 
hydantoin; Epicutin TT (available from CLR) ,- erythromycin; escinol; ethyl hexyl 
monoglyceryl ether,- ethyl 2 -hydroxy undecanoate; farnesol; farnesol acetate- 
geranoil; glabridm; gluconic acid; gluconolactone,- glyceryl monocaprate,- glycolic 
acid; grapefruit seed extract; gugu lipid; Hederagenin (available from Maruzen) • 

u? e ^ in : hin ° kltol <- h °PS extract; hydrogenated rosin; 10 hydroxy decanoic acid- 
ichtyhol,- interleukin 1 alpha antagonists; iodo-2-propynyl butyl carbamate,- 
Kapilarine (available from Greentech) ; ketoconazole ,- lactic acid; lemon grass oil • 
Lichochalcone LR15 (available from Maruzen) ; linoleic acid; LIPACIDE C8CO (available 
from Seppic, located in Paris, France); lovastatin; 4 methoxysalicylic acid; 
metronidazole; minocycline; mukurossi; neem seed oil; vitamin B.sub.3 compounds 
(such as niacinamide and nicotinic acid); nisin; 5-octanoly salicylic acid- 
°u t ?? 1 5° X; P antheno1 '- 1-pentadecanol; peonia extract; peppermint extract; ' 
phelladendron extract; 2 -phenyl -benzothiophene derivatives; phloretin; PHLOROGINE 
(available from Secma) ; phosphatidyl choline,- proteolytic enzymes; quercetin- red 
sandalwood extract; resorcinol; rosemary extract; rutin,- sage extract; salicin- 
salicylic acid; skull cap extract; siber hegner extract; Siberian saxifrage extract; 
silicol; sodium lauryl sulfate; sodium sulfacetamide,- Sophora Extract (available 
from Maruzen); sorbic acid; sulfur; sunder vati extract; tea tree oil; tetracyline- 
tetra hydroabietic acid; thyme extract; tioxolone; tocopherol; trehalose 
6-undecylenoate; 3 tridecene-2-ol; triclosan; tropolone; TOutrienOL T27 (available 
from Unichem located in Gouda, Netherlands),- vitamin D.sub.3 and its analogs,- white 
thyme oil; willow bark extract; wogonin; Ylang Ylang,- zinc glycerolate; zinc 
linoleate; zinc oxide; zinc pyrithione; zinc sulfate and mixtures thereof 

Brief Summary Text (126) : 

Anti-wrinkle, anti-skin atrophy and skin repair actives can be effective in 
replenishing or rejuvenating the epidermal layer. These actives generally provide 
these desirable skin care benefits by promoting or maintaining the natural process 
of desquamation. Nonlimiting examples of antiwrinkle and anti-skin atrophy actives 
include retmoic acid and its derivatives (e.g., cis and trans); retinal; retinol- 
retinyl esters such as retmyl acetate, retinyl palmitate, and retinyl propionate- 
vitamin B.sub.3 compounds (such as niacinamide and nicotinic acid), salicylic acid 
and derivatives thereof (such as 5-octanoyl salicylic acid, heptyloxy 4 salicylic 
acid, and 4-methoxy salicylic acid); sulfur-containing D and L amino aci ds and their 
wh^h^oT f\ ltS ' P articularl V the N-acetyl derivatives, a preferred example of 

which is N-acetyl-L-cysteine; thiols, e.g. ethane thiol; hydroxy acids, phytic acid 
Jc^tn on 1 * ^P^Phatidic acid; skin peel agents (e.g., phenol and the like) ; ' 
Actem 27-Deoxyactem Cimicifugoside (available from Cirnigoside) ,- adapalene- 
ademethionme; adenosine,- aletris extract; alkyl glutathione esters; alkoxyalkoxy 
alkoxyn benzoic and derivatives; aloe derived lectins,- amino propane phosphoric 
acid; 3-aminopropyl dihydrogen phosphate; Amadorine (available from Barnet 

an ^e ^tracts; AOSINE (available from Secma); arginine amino benzoate,- 
ASC III (available from E. Merck, located in Darmstadt, Ge rmany) ; ascorbic acid- 
ascorbyl palmitate,- asiatic acid; asiaticosides,- ARLAMOL GEO.TM. (available from 
ICI located in Wilmington, Del.); azaleic acid; benzoic acid derivatives; 
bertholletia extracts; betulinic acid; BIOCHANIN A AND BIOPEPTIDE CL (available from 
Sederma, located in Brooklyn, N.Y.); BIOPEPTIDE EL (available from Sederma^ bLtln 

extract rr Lt a nL?^ r r?'' blaCkberry Uly ext - cts '' black cohosh extract; biue cohesh 
cSSS^ Y bet " lln ^ c acid ,i carboxymethyl 1,3 beta glucan; catecholamnines ,- 

chalcones; citric acid esters,- chaste tree extract; clover extracts; coumestrol; CPC 
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•Peptide (available from Barnet Products); daidzein; dang gui extract; darutoside- 
debromo laurinterol; 1-decanoyl-glycero-phosphonic acid; dehydrocholesterol- 
dehydrodicreosol ,- dehydrodieugenol ; dehydroepiandersterone; DERMOLECTINE (available 
from Sederma) ; dehydroascorbic acid; dehydroepiandersterone sulfate; dianethole- 
dihydroxy benzoic acid; 2,4 dihydroxybenzoic acid; diglycol guanidine succinate- 
diosgenm; disodium ascorbyl phosphate; dodecanedioic acid; Ederline (available' from 
Seporga); Enderline (available from Laboratories Seporga) ; equol; eriodictyol • 
estrogen and its derivatives; ETF (available from Laboratories Seporga); ethocyn- 
ELESERYL SH (available from Laboratories Serobiologiques , located in Somerville ' 
N.J.); ENDONUCLEINE (available from Laboratories Serobiologiques); ergosterol- ' 
eythrobic acid; fennel extract; fenugreek seed extract; FIBRASTIL (available from 
Sederma) ; FIBROSTIMULINES S and P (available from Sederma) ; FIRMOGEN LS 8445 
(available from Laboratories Serobiologiques) ; formononetin; forsythia fruit 
extract; gallic acid esters; gamma amino butyric acid; GATULINE RC (available from 
Gattlefosse, located m Priest, France); genistein; genisteine; genistic acid; 
gentisyl alcohol; gmgko bilboa extracts; ginseng extracts; ginsenoside (RO 
o'^k'^", 1 ' ^ SU ^- 6 - 2 ' R-Sub.6-3, R.sub.C, R.sub.D, R.sub.E, R.sub.F, R.sub.F-2, 
R.sub.G-1, R.sub.G-2); gluco pyranosyl-L-ascorbate; glutathione and its esters- 
glycitem; hespentin; hexahydro curcumin; HMG- coenzyme A reductase inhibitors- 
hops extracts; 11 hydroxy undecanoic acid; 10 hydroxy decanoic acid- 
25-hydroxycholesterol; 7- hydroxy lated sterols; hydroxyethyl isostearyloxy 
isopropanolamine; hydroxy-tetra methyl piperidinyloxy; hypotaurine; ibukijakou 
T eX , r ovn\i SO "f V ° ne SG 10 (available from Barnet Products); kinetin; kohki extract; 
L-2-OXO-thiazolidine-4-carboxylic acid esters; lactate dehydrogenase inhibitors; 
1-lauryl, -lyso-phosphatidyl choline; lectins; lichochalcone LF15 (available from 
Maruzen); licorice extracts; lignan,- lumisterol; lupenes,- luteolin,- lysophosphitidic 
acid; magnesium ascorbyl phosphate; margin; melatonin; melibiose; metalloproteinase 
inhibitors; methoprene; methoprenic acid; mevalonic acid; MPC COMPLEX (available 
from CLR); N methyl serine; N methyl taurine,- N, N.sup.l -bis (lactyl) cysteamine- 
^"^ nin '' n ^ otl ?°? enin '- o-desmethylangoiensin; oat beta glucan,- oleanolic acid;' 
pantethine; phenylalanine; photoanethone; piperdine; placental extracts; pratens4in- 
pregnenolone; pregnenolone acetate; pregnenolone succinate; premarin; quillaic acid' 
raloxifene; REPAIR FACTOR 1 and REPAIR FACTOR FCP (both available from^ederna) 

uJiwi 8 i SSte K S ° f ^ S V b - 2 " C : sub - 20 alcohols); retinyl glucuronate; retinyl' 
linoleate; S-carboxymethyl cysteine,- SEANAMINE FP (available from Laboratories 
Serobiologiques); sodium ascorbyl phosphate,- soya extracts; spleen extracts- 
tachysterol; taurine; tazarotene; tempol; thymulen; thymus extracts; thyroid 

c?tra?e S ''tr^of?^ n; tOC ?? h ^l retinoate; toxifolin; traumatic acid; tricholine 
citrate, trifoside; uracil derivatives; ursolic acid; vitamin D.sub.3 and its 
there 9 f'' Vltamin K; Vit6X extr act; yam extract; yamogenin; zeatin; and mixtures 



Brief Summary Text (128) : 

Skin barrier repair actives are those skin care actives which can help repair and 
exam^f the natural moisture barrier function of the epidernis. Nonliving 
Siver) a IS SSS"h • r *? air *ctives include Al P ha Lipid (available from Lucas 
Meyer) ascorbic acid; biotin; biotm esters; brassicasterol ; caffeine; campesterol • 
canola derived sterols; Cennamides (available from Ennagram) CeramaS available 
from Alban Muller) ; CERAMAX (available from Quest, located in Ashford EnqJand) 
CERAMIDE 2 and CERAMIDE H03.TM. (both available from Sederma)^; CERAMIDE II ' 
(available from Quest) ; CERAMIDE III and IIIB (both available from Cosmoferm 
iSE ed n ln - Deft ( Nethe nands); CERAMIDE LS 3773 (available from Laboratories' 
fvii^h^ 9 f^ eS i'' ^ E T IN ? L (available fr ° m Inocosm )-- Cerasol and Cephalip (both 
available from Pentapharm) ; cholesterol; cholesterol hydroxys tearate? cholesterol 
isostearate; 7 dehydrocholesterol; DERMATEIN BRC and DERMATEIN GSL !both available 

Fitobro^'; EL Tk? L J" ^ ELDEW PS 203 (b ° th Pliable from AjinomotoK 
from £X??, V t ? Penta P ha rm); galactocerebrosides ,- Generol 122 (Mailable 

Stic acid ''rfir er ^ T rin ? tT d V ^roxyethyl isostearyl isopropanolamine; 
lactic acid; Lactomide (available from Pentapharm); lanolin; lanolin alcohols' 
lanosterol; launc acid N laurylglucamide; lipoic acid; N-acetyl cysteine 
ProduSi : L ~ Se l ine; N-methyl-L-Serine; Net Sterol-ISO (available trZ Barnet 
Products); vitamin B3 compounds (such as niacinamide and nicotinic acid); palmitic 
acid; panthenol; panthetine; phosphodiesterase inhibitors; PHYTO/CER (available from 
intergen); phytoglycolipid millet extract (available from Barnet Produces 
Distributer, located in Englewood, N.J.); PHYTOSPHINGOSINE (available from Gist 
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-Brocades, located in King of Prussia, Pa.),- PSENDOFILAGGRIN (available from Brooks 
Industries, located in South Plainfield, N.J.); QUESTAMIDE H (available from Quest)- 
serine; sigmasterol; sitosterol; soybean derived sterols,- sphingosine- 
sphingomylinase; S-lactoyl glutathione; stearic acid; Structurine (available from 
Si lah ; SUPER STEROL ESTERS (available from Croda) ; thioctic acid; THSC CERAM1DE OIL 
(available from Campo Research) ; trimethyl glycine ; tocopheryl nicotinate; vitamin 
D.sub.3 ; Y2 (available from Ocean Pharmaceutical); and mixtures thereof. 

Brief Summary Text (130) : 

Cosmetic soothing actives can be effective in preventing or treating inflammation of 
the skin. The soothing active enhances the skin appearance benefits of the present 
invention, e.g., such agents contribute to a more uniform and acceptable skin tone 
or color. The exact amount of anti -inflammatory agent to be used in the compositions 
will depend on the particular anti -inflammatory agent utilized since such aqents 
vary widely in potency. Nonlimiting examples of cosmetic soothing agents include the 
following categories: propionic acid derivatives; acetic acid derivatives; fenamic 
acid derivatives,- biphenylcarboxylic acid derivatives; and oxicams. All of these 
cosmetic soothing actives are fully described in U.S. Pat. No. 4,985,459 to Sunshine 
et al., issued Jan. 15, 1991, incorporated by reference herein in its entirety 
Nonlimiting examples of useful cosmetic soothing actives include acetyl salicylic 
acid, ibuprofen, naproxen, benoxaprof en, flurbiprofen, fenoprofen, fenbufen 
ketoprofen, mdoprofen, pirprofen, carprofen, oxaprozin, pranoprofen, miroprofen 
tioxaprofen, suprofen, alminoprof en, tiaprofenic acid, fluprofen, bucloxic acid 
absinthium, acacia, aescin, alder buckthorn extract, allantoin, aloe, APT (available 
from Centerchem), arnica, astragalus, astragalus root extract, azulene, Baicalin SR 
15 (available from Barnet Products Dist.), baikal skullcap, baizhu, balsam canada, 
bee pollen, BIOPHYTEX (available from Laboratories Serobiologiques) , bisabolol 
black cohosh, black cohosh extract blue cohosh, blue cohosh extract, boneset ' 
borage, borage oil bradykinin antagonists, bromelain, calendula, calendula extract, 
Canadian Willowbark Extract (available from Fytokem) , candelilla wax, Cangzhu, 
canola phytosterols , capsicum, carboxypeptidase, celery seed, celery stem extract 
CENTAUR I UM (available from Sederma) , centaury extract, chamazulene, chamomile 
chamomile extract, chaparral, chaste tree, chaste tree extract, chickweed, chicory 
root, chicory root extract, chirata, chishao, collodial oatmeal, comfrey, comfrev 
extract, CROMOIST CM GLUCAN (available from Croda), darutoside, dehurian angelica, 
devil s claw, divalent metals (such as, magnesium, strontium, and manganese) 
doggrass, dogwood, Eashave (available from Pentapharm) , eleuthero, ELHIBIN 
(available from Pentapharm) , ENTELINE 2 (available from Secma) , ephedra, epimedium 
esculoside; ethacrynic acid, evening primrose, eyebright, Extract LE-100 (available 
from Smo Lion), Fangfeng, feverfew, ficin, forsythia fruit, Fytosterol 85 
(available from Fytokem) , ganoderma, gaoben, Gatuline A (available from Gattefosse) 
gentian, germanium extract, gingko bilboa extract, ginkgo, ginseng extract 
goldenseal, gorgonian extract, gotu kola, grape fruit extract, guaiac wood oil 
guggal extract, helenalin esters, henna, honeysuckle flower, horehound extract 
horsechestnut, horsetail, huzhang, hypericum, ichthyol, immortelle, ipecac, nob's 
tears, jujube, kola extract, LANACHRYS 28 (available from Lana Tech), lemon oil 
lianqiao, licorice root, ligusticum, ligustrum, lovage root, luffa, mace, magnolia 
ilower, manjistha extract, margaspidin, matricin, melatonin, MI CROAT IRC (available 
from Nurture), mints, mistletoe, Modulene (available from Seporga) , mono or 
diglucosides of glabridin, mono or diglucosides of gentisin MTA 

(5'-deoxy-5'-methythioadenosine) , mung bean extract, musk, N-methyl arginine, oat 
beta glucan, oat extract, orange, panthenol, papain, phenoxyacetic acid, peony bark 
peony root, Phytoplenolin (available from Bio Botanica) , phytosphingosine, Preregen' 
(available from Pentapharm), purslane, QUENCH T (available from Centerchem) 
quillaia, red sage, rehmannia, rhubarb, rosemary, rosmarinic acid, royal jelly rue 
rutin, sandlewood, sanqi, sarsaparilla, saw palmetto, SENSILINE (available from 
Si lab) , SIEGESBECKIA (available from Sederma), stearyl glycyrrhetinate, Stimutex 
(available from Pentapharm) , storax, strontium nitrate, sweet birch oil sweet 
woodruff, tagetes, tea extract, thyme extract, tienchi ginseng, tocopherol 
tocopheryl acetate, triclosan, turmeric, urimei, ursolic acid, white pine bark, 
witch hazel xinyi, yarrow, yeast extract, yucca, and mixtures thereof. 

Brief Summary Text (132) : 

Artificial tanning actives can help in simulating a natural suntan by increasinq 
melanin in the skin or by producing the appearance of increased melanin in the skin. 



Record Display Form 



http://westbrs: 8002/bin/c^ 



'Nonlimiting examples of artificial tanning agents and accelerators include 
dihydroxyacetaone; tyrosine; tyrosine esters such as ethyl tyrosinate and glucose 
tyrosinate; acetyl tyrosine; phospho-DOPA; brazilin; caffeine; coffee extracts • — 
dihydroxyacetone; DNA fragments; isobutyl methyl xanthine; methyl xanthine; Phototan 
(available from Laboratoires Serobiologiques) ; prostaglandins; tea extracts; 
theophylline; tyrosine; UNIPERTAN P2 002 and Unipertan P27 (both available from 
Unichem) ; and mixtures thereof . 

Brief Summary Text (134) : 

Skin lightening actives can actually decrease the amount of melanin in the skin or 
provide an such an effect by other mechanisms. Skin lightening actives suitable for 
use herein are described in copending patent application Ser. No. 08/479 935 filed 
on Jun. 7, 1995 in the name of Hillebrand, corresponding to PCT Application No U S 

n^on 0 ;^ 5 ^ 7 ? 3 ^' filG t JUn - 12 ' 19951 and c °P endi *g Patent application Ser. No.' 
08/390,152, filed on Feb. 24, 1995 in the names of Kalla L. Kvalnes, Mitchell A 
^°" 9 ' 1 Bart ? n J " Bradbury, Curtis B. Motley, and John D. Carter, corresponding ' to 

PP ^ Catl ° n N °- U - S - Ser - No - 95 /°28°9, filed Mar. 1, 1995, published Sep. 8, 
1995; all incorporated herein by reference. Nonlimiting examples of skin lightening 
actives useful herein include adapalene, aloe extract, alpha-glycaryl-L-ascorbic 
acid, aminotyroxme, ammonium lactate, anethole derivatives, apple extract arbutin 
areca catechu L. extract, ascorbic acid, ascorbyl palmitate, azelaic acid, bamboo ' 
extract, bearberry extract, bletilla tuber, bupleurum falcatum extract, burnet 
extract, Burnet Power (available from Barnet Products), butyl hydroxy anisole, butyl 
hydroxy toluene, butyl resoreinol, Chuanxiong, cola decaballo extract, Dang-Gui 
deoxyarbutin, 1,3 diphenyl propane derivatives, 2,5 dihydroxybenzoic acid and its 
derivatives, 2- (4-acetoxyphenyl) -1, 3 dithane, 2- (4-hydroxyphenyl) -1, 3 dithane, 
ellagic acid, escmol, estragole derivatives, esculoside, esculetin, FADEOUT 
(available from Pentapharm) , Fangfeng, fennel extract, gallic acid and its 
derivatives, ganodenna extract, gaoben, GATULINE WHITENING (available from 
Gattlefosse) , genistic acid and its derivatives, gentisyl alcohol, glabridin and its 
derivatives, gluco pyranosyl-l-ascorbate, gluconic acid, glucosamine, glycolic acid 
glycyrrhizinic acid, green tea extract, 4 -Hydroxy- 5 -methyl- 3 [2H] -furanone 
hydroqumme, 4 hydroxyanisole and its derivatives, 4 -hydroxy benzoic acid 
derivatives, hydroxycaprylic acid, hyptis extract, inositol ascorbate, kojic acid 
Jcojic dipalnitate, lactic acid, lemon extract, licorice extract, Licorice P-TH 
(available from Barnet Products), linoleic acid, magnesium ascorbyl phosphate, 
Melfade (available from Pentapharm) , MELAWHITE (available from Pentapharm) 
Melanostatine DM (available from Laboratories Seporga) , morus alba extract,' mulberry 
root extract, niacinamide, 5-octanoyl salicylic acid, parsley extract, phellinus 
lmteus extract, pinon bianco extract, pinon negro extract, piri-piri extract 
pyrogallol derivatives, retinoic acid, retinol, retinyl esters (acetate, propionate, 
palmitate, linoleate) , 2,4 resoreinol derivatives, 3,5 resoreinol derivatives, rose 
truit extract, rucmol, salicylic acid, Song-Yi extract, Sophora Powder (available 
from Barnet Products), 4-thioresorein, 3,4,5 trihydroxybenzyl derivatives 
tranexamic acid, tyrostat (Rumex Extract available from Fytokem) , Tyroslat 10 11 
mixture^thereof Fyt ° kem) ' Vanilla derivativ es, vitamin D.sub.3 and its analogs, and 

Brief Summary Text (141) : 

Sebum inhibitors can decrease the production of sebum by the sebaceous glands 
^n^r t ^ n9 e ^ am ? le ^ of sebum inhibiting actives include aluminium hydroxy chioride, 
ASEBIOL (available from Laboratories Serobiologiques) , BIODERMINE (available from 
Sederma), climbazole, COMPLETECH MBAC-OS (available f rom Lipo) , corticosteroids 
cucumber extracts dehydroacetic acid and its salts, dichlorophenyl imidazoldioxolan 
(available from Elubiol) , gugulipiu, ketoconazole, Lichochalcone LR 15 (available 
from Maruzen) , niacinamide, phloretin, PHLOROGINE (available from Secma) 
Phycosaccharide Anti-Acne (available from Codif ) , S-carboxylmethyl cysteine 
sepicontrol AS, spironolactone, tioxolone, tocopherol, tranexamic aci d. UNITRIENOL 
T27 (available from Unichem) , zincidone (UC1B) , and mixtures thereof. — 

Brief Summary Text (142) : 
Protease Inhibitors: 

Brief Summary Text (143) : 

Also useful as active ingredients in the present invention are protease inhibitors. 
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•Nonlimiting examples of protease inhibitors which are useful in the composition* n f 
the present invention are those selected from the group consisting of A E Comdex 
(available from Barnet Products); ALE (available from Seporga) ; allicin- aS 
lupalme; Aosaine (available from Secma) ; Aprotinin (available from Pentapha^m) • 
areca catechu (Betel Nut) extract; areca catechu extracts; Blue Sgae Extract 
S lab le from Collaborative Labs); Centaurium (available from SedermaT 
cholesterol sulfate; CMST (available from Bioetica) ; Dermoprotectine Available from 
Sederma) ; Disacoside HP 60 (available from Barnet Products) Elhibin avat^h^ f 
Pentapharm); Fluid Out Colloid (available from VegetecS) ; H^otaurJne UvaUaoL 
from Sogo Pharmaceutical) ; In Cyte Heathes (available from SnaSorative Labsf 
Micromerol (available from Collaborative Labs); Pefabloc SP (avaiSbJe from 
Pentapharm) ; Sepicontrol AS (available from Seppic) ; Siegesbeckia (available from 

Barn:r P rodS:f ine (availabl * . f ^ Barnet Products)'; Thiotaine tavallabS f rom 
Barnet Products); uncaria gambis roxburgh extract; zinc and mixtures thereof 

Brief Summary Text (151) : 

Nonlimiting examples of hair growth inhibitors which are useful in the compositions 
of the present invention include 17-beta estradiol, adamantyguanJSines COmpOSltl0ns 
adamantylamidines, adenylosuccinate synthase inhibitors, antl angiogenic steroids 
aspartate transcarbamylase inhibitors, betamethasone valerate, SisaboJo^ copper 
ions curcuma extract, cycloxygenase inhibitors, cysteme pathway inhibitors 
?Sor° a eoi^ aCld ; ^r-P-^osterone, diopyros lea/extract epidermal growth 
factor, epigallocatechm, essential fatty acids, evening primrose oil aaZt 
glutamyl transpeptidase inhibitors, ginger oil, alucose^taSoUsm inhibitors 
glutamine metabolism inhibitors, glutathione, gr een tea extracts heparin A i i =>r>r,o 
(available from International Sourcing Distributor) , L? 5 Smiipen?^ Sid 
L-aspargine synthase inhibitors, linoleic acid, lipoxygenase TnSibitorsLnqa 

f!=' ™sinamine dihydrochloride , mimosine, nitric oxide syntW inhSitors 
non-steroidal antunf lamatories , ornithine decarboxylase inhibitors omSine 
pTeione^xtracr protein^' '""S^ .P^rhetur, phosphodiesterase inhibitors, 
sulfhSdraf ™m? C lnhlbitors < salpha reductase inhibitors, 

sulfhydral reactive compounds, tioxolone, transforming growth factor beta l urea 
zinc ions and mixtures thereof. eca ± ' urea - 

Brief Summary Text (155) : 

™ im ^ ing exam P^ es of desquamating enzyme enhancers which are useful in the 

seSne Serine trL^thvl^l alanlM ' aSpastic -id N methyl 

serine, serine, trimethyl glycine and mixtures thereof. 

Brief Summary Text (166) : 

fhosfseTected itT^^™ USSful herein and include < but not ^ed to, 
i 5 9r ° Up consisti ng of sorbitan esters, glyceryl esters 

llllhlr^lL S l T thYl glUC ° Se SSters ' sucrose esters, e?hoxyJated fatty 

£KS I^^^SLSJiS?"'^"' SOrMtan eSt - Polymeric 

Brief Summary Text (168) : 

lim?Lr^ abl ? emul * ifiers for »se in the present invention include, but is not 

C„K ° St t" " C C16 -° 22 ""-rated, "ns.turSd 3 !^?,^^ ' 

staar.^ , the "° f < . c "- c22 "hoxylated fatty alcohol/suoh Solata™' lll'tk-t 
laurylmethicone copolyol, cetyldimethicone, dimethicone copolyol, and mixtures 



Record Display Form 



totp://wes*re:8W2^ f ^ 



-thereof 



Brief Summary Text (183) : 

C. sub. 10-20 alkyl [preferably ?SrJf'L;:^n * a 5 e , meth y 1 or ethyl, and R» is 

-. lllllA „ ', ' f re 311 me tnyl (i.e. the trimonium group) that useful 

cellulose polymers are also obtained. In yet other alternative structures the 
catxonic substxtuent on the cellulose contains both a hydro^ethS and a 
hydroxypropyl group such that the moiety can be depicted as -I Oct S o m 
0)--CH.sub.2 CHOHCH.sub.2 NRR 1 R " wherein R R ' and t« »™ (OCH.sub.2 CH.sub.2 

Brief Summary Text (186) : 
Brief Summary Text (187) : 

^lililiiiilPk. 

known to the cosmetic chemist of ordinary skin in the 2 1? ^ W611 
standard synthetic techniques such as thl Ini* liv V ° an be derived us i™3 

various protein sources . Se protein source uf^d w^T^ or . enz ^tic hydrolysis of 
acid comp ositi on of the ^^"r^^t'^^S^^SrS ~ 
^roTcon^ from 

,,f a t 5 he CT f A international Cosmetic Ingredient Dictionarv 1991 m 
246-249, which are incorporated by reference herein in their entity ' PP " 

Brief Summary Text (188) : 

known to the artisan of ordinarv qIH n -in ^ J u . ar ^ ec ^ ot synthetic techniques 

ammonium or protonated ammonium group. Preferred cationi ^ S£<? quaternary 
n^depLued'ae^i,^ Sere?'"* ^hS""^ ?" tHe ^r«d procetn can 
groups dehorn 'co^uf&M ^^^^"^IT* 
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•found that when R, R 1 , and R» are all methyl (i.e. the trimonium group) that useful 
cationic hydrolyzed proteins are also obtained. Commercially available cationic 
modified protein hydrolyzates include: hydroxypropyltrimonium hydrolyzed casein 
lltl^T^ m ° niU ^ h Y drozl Y^ collagen, hydoxypropyltrimonium hydrolyzed 
keratin hydroxypropyltnmonium hydrolyzed silk, hydroxypropyl trimonium hydrolyzed 
soy protein hydroxypropyl trimonium hydrolyzed vegetable protein, and nyar0lyzed 
hydroxypropyltnmonium hydrolyzed wheat protein, wherein the - - (X) NRR ' R" substituent 

„ d »? th r S P rotein hydrolyzates is such that X is -OCH.sub 2 CHOHCH sub 2 
and R, r , and h- are methyl. These hydrolyzed proteins are described in the CTFA ' 
International Cosmetic Ingredient Dictionary, 1991, pp. 254-255 which are 
incorporated by reference herein in their entirety'. Ocher commercially available 
W™?" m ° dl ^ ed ? r °t ein hydrolyzates include lauryldimonium hydroxypropyl 
hydrolyzed collagen lauryldimonium hydroxypropyl hydrolyzed keratin Wyldimonium 
stf^ r ° Py hydr ? lyZed Silk ' l^ryldimonium hydroxypropyl hydrolyzed soy protein 
hvdroTi^H° ni ^ ^^yP^Py 1 hydrolyzed casein, stearyldimonium hydroxypropyl ' 
hydrolyzed collagen, stearyldimonium hydroxypropyl hydrolyzed keratin, 
hvdroiv^d^nw hydroxypropyl hydrolyzed rice protein, stearyldimonium hydorxypropyl 
hydrolyzed silk stearyldimonium hydroxypropyl hydrolyzed vegetable protein 

hvd?Svf^° niUm ' hydrOXy 5 rOPyl W^Y™* ^eat protein, cocodimonium^ydroxypropyl 
Svdroxvorlvrhv^or^H^ 0111 ^ hydrox » r ^ 1 hydrolyzed collagen, cocodimoni™ 
hydroxypropyl hydrolyzed keratin, cocodimonium hydroxypropyl hydrolyzed rice 

hvd^;^ im ° n i Um hydE ° Xy ?"W 1 hydrolyzed silk, cocodimonium hydroxypropyl 

f I J ^ Y Pr ° tein : cocodimnoium hydroxypropyl hydrolyzed wheat protein? wherein 
- 0CH2^HCH2 6Se Vl^^ Ydr0lY T r ^ (X) NRR ' R" substituent is^uch that X is 

OCH2 CH0HCH2 - - , R and R' are methyl, and R» is lauryl or stearyl or cocovl These 
hydrolyzed proteins are described in the CTFA International Cosmetic Jnqredient 
uiccionary, 1991, pp. 112-113, 293-294, 586, which are lncorrjoratpd Vw -r<=f ^T-om^ 
herein in their entirety. Preferred among these cationic hydrolyzed proteins Irl 

hvSrolvzTi: iUm , hydr ? XyPr ?5 yl h ^ drol y zed collagen, lauryldimmonium hydro^rop" 
hydrolyzed keratin, lauryldimmonium hydroxypropyl hydrolyzed keratin ^^Y 1 

nvSrSvzT^r ^f^yP^Py 1 . hydrolyzed silk, lauryldimmonium hydroxypropyl 
hydrolyzed soy protein, and mixtures thereof. 

Brief Summary Text (215) : 

SnrT^? H Xa ^ 1SS of 1 conditionin 9 agents useful as oil soluble conditioning 
rf rln k selected from th e group consisting of mineral oil, petrolatum 

C7-C40 branched chain hydrocarbons, C1-C30 alcohol esters of C1-C30 carboxvlic 
acids, C1-C30 alcohol esters of C2-C30 dicarboxylic acids, monoglycerides of ci-C30 
carboxylic acids, diglycerides of C1-C30 carboxylic acids triglycerides of CI C3 0 
carboxylic acids, ethylene glycol monoesters of C1-C30 carboxylif acids ethylene 
glycol diesters of C1-C30 carboxylic acids, propylene glycoHonoesters ' of S-C30 
carboxylic acids, propylene glycol diesters of ci-C30 LrboxyUc acids ct-C30 
carboxylic acid monoesters and polyesters of sugars, polydiaTxyisUoxaAes 
polydiarylsiloxanes, polyalkarylsiloxanes , cylcotthiconL having 3 Jo f sil icon 
atoms, vegetable oils, hydrogenated vegetable oils, polypropylene glyco! 
alkyl ethers, di C8-C30 alkyl ethers, and mixtures thereof. 97 

Brief Summary Text (221) : 

tl^ US f Ul J: re various C1 " C3 ° monoesters and polyesters of sugars and related 

carboxylic aSTn^^ "5 fr0m * ^ ° r P 01 ^ 1 moif^anfonTor more 

n»n k • moieties. Depending on the constituent acid and sugar these esters 

included? ? id ° r S ° lid f ° rm at r ° om temperature. Examplef^ liquid esters 

include: glucose tetraoleate, the glucose tetraesters of soybean oil fattv acids 
(unsaturated) , the mannose tetraestirT^f mixed soybean oiif arty acids IhT 

°^ tetraesters of oleic acid, the arabinose tetraesters of Unoleic acid 
xylose tetralinoleate, galactose pentaoleate, sorbitol tetraoleate !h ni 
hexaesters of unsaturated soybean oil fatty acids, xylitoi Jentaol4ate sucrose 
oSSKlT ' T™" P entaoletate ' sucrose hexaoleate, sucrose hepSa e sucrose 

hexaLrer e in a wnich\T eS " EXampl6S ° f S ° lid 6SterS includ - sorbitol 

aracSidate in a ? o S ^ Carb °^ llc acid est ^ moieties are palmitoleate and 

V5 A «ff in . a * molar ratio; the octaester of raffinose in which the carboxvlic 
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•ratio; and the octaester of sucrose wherein the esterifying carboxylic acid moieties 
"Ll?^ e ' linoleate 1 a ^ behenate in a 1:3:4 molar ratio 9 A preferred solid 

whS ^/f a ^ Cr ° Se / 0l ^" ter in Which the de 9 ree of esterification is 7-8, and in 
which the fatty acid moieties are CIS mono- and/or di -unsaturated and beheAic, in a 
molar ratio of unsaturates .-behenic of 1:7 to 3:5. A particularly preferred solid 
sugar polyester is the octaester of sucrose in which there are about 7 behenic fattv 

ooJ o^L1 S i and 1 0l rf aCid m ° iety in the ^lecule. Other materials include^ 

cottonseed oil or soybean oil fatty acid esters of sucrose. The ester materials are 

isJuefafr^s?; V S T; Z ^" 1 ' 854 ' U - S - Pat - N °- ^005,196,^0 JanaacS? 
issued Jan 25, 1977; U.S. Pat. No. 4,005,195, to Jandacek, issued Jan 25 1977 

s'lo/Sk ?' "'I' 6 ' 516 ' *° Lefton et al " issued Apr. 26, 1994; U.S Pat No 
5,306,515, to Letton et al . , issued Apr. 26, 1994; U.S. Pat. No 5,305 514 to 
Letton et al . , issued Apr. 26, 1994; U.S. Pat. No. 4,797,300, to Jandacek et al 

uT e pat an No 10 4 SlI'^J-Vv^ ^ 3 ' 963 ' 6 "' t0 Ri "* « ^ i.SSfSS. J 5 1976; 
4 I N °: f/f 18 '7 72 ' to Vol Penhein, issued May 21, 1985; and U.S. Pat. No. 

t'Jl 'lil'y, Vol P en hem, issued May 21, 1985; all of which are incorporated by 
reference herein in their entirety. Y 

Brief Summary Text (226) : 

aaenjf Jncfulf^f 0 \ c ^^ g agents useful as water soluble conditioning 
agents include those selected from the group consisting of polyhydric alcohols 
e?S r ? P ^ ne ^ yCols < Po^thylene glycols, ureas, pyLlidonecSboxyUc acids 
ethoxylated and/or propoxylated C3-C6 diols and triols, alpha-hydros C2-C6 
carboxylic acids, ethoxylated and/or propoxylated sugars, p^yacryTS acid 

about^'carbo^ffo.r 1 ^^-^ ab ° Ut " Carb ° nS ^^lugar^lcohols having up to 
io?nhii ™n??? • ' fixtures thereof. Specific exa^Iis of useful water 

soluble conditioning agents include materials such as urea; guanidine- glycolic acid 
lactatfsalts Tea* * Uate ™- y ^ -monium) ; l^tiS and 

materials such as aloe vera in any of its variety of forms (e.g., aloe vera ael) 
™f™^on r< ; h ~ grafted S ° dium P°lyacrylate8 such as SANWET (RTM) IM-1000 IM-^1500 
and IM-2500 (available from Celanese Superabsorbent Materials, Portsmouth Va ) 
lactamide monoethanolamine; acetamide monoethanolamine; and mixtures thereof i] so 

TnU Ul S a p:t Pr SrT^6 d 9l3 lyC r°i S 33 dS r ribed in P-Po^^tedl^cer^rdL'crJbed 
in u.s. Pat. No. 4,976,953, to Orr et al . , issued Dec. 11, 1990 which is 

incorporated by reference herein in its entirety, other useful water soluble 
SETS SLbL^ . 

12 , fr ™ C ? schera >' glucuronic acid salts, glutamic acid salts, glycereJh 

Kw=r mucopolysaccharides, hydroxy proline, Indinyl CA (availaSe from 

JfSSSiT^^SS 16 ^' in ° Sit01 ' kSratin amin ° aCidS (commerciany available 
lyqtnp dt a ? from Croda), konjac mannan, Larex A-200 (available from Larex) 
MSJN| PLA (commercially available as LYSIDONE from UCIB) , maltitol maltose ' 
manmtol, mannose, Mariscan (available from Pentapharm) , Melhydrin availah^ f™ m 
(rcZ° t011 ^ Serobiologiques), methoxy PEG 10, mechoxy methyl gJSciX "J 
commercially available as GLUCAM E10 from Amerchol) , methyl gluceth 20 
(commercially available as GLUCAM E20 from Amerchol) methyl glucose I methvl 1 1 
butandiolN acetyl glucosamine salts, panthenol, PEG 15 but a nediol ' b utanediol ' PEG 
5 pentaerythitol, pentaerythitol , Pentaglycan (available from PentaDharm* 1 2 

acids (commercially available as CROSLIK LIQUID from ?roda) , soSiSm 
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•acetylhyaluronate, sodium hyaluronate, sodium polyaspartate (commercially available 

SiSoa^ppT " 3 °J r0m A J i f° moto > • sodium Pdyglutamate (commercially avaiLbJe as 
AJICOAT SPG from Ajinomoto), sorbeth 20, sorbeth 6, sorbitol, trehalose 
triglycerol, trimethyolpropane , tris (hydroxymethyl) amino methane salts, xylitol 
xylose, and mixtures thereof. ' ' 

Brief Summary Text (235) : 

Any material may be used to increase the hardness value of the skin care active 
component provided that the following criteria are met: (i) the material must be 
soluble in the skin care actives of the skin care active component and (ii) the 
material must have a melting point of greater than 20. degree. C. (eg be a solid 
at room temperature) . Examples of suitable hardening materials include! but are not 
limited to, petrolatum, highly branched hydrocarbons, fatty alcohols, fatty acid 
e i Z rS l ^ e 9 eta ^ le olls ' hydrogenated vegetable oils, polypropylene glycols, 
alpha-hydroxy fatty acids, fatty acids having from about 10 to about 40 carbon 
atoms alkyl amides of di and/or tri -basic carboxylic acids, n-acyl amino acid 
derivatives, and mixtures thereof. Hardening materials useful in the present — 
invention are further described in U.S. Pat. No. 4,919,934, to Deckner et al., 
issued Apr. 24 1990, which is incorporated herein by reference in its entirety. 

Brief Summary Text (241) : 

H^iiVJ'T 1 am K dSS u f . di and/ ° r tri " basic carboxylic acids for use herein include 
disubstituted or branched monoamides, monosubstituted or branched diamides 
tnamides, and mixtures thereof. Some specific examples of alkyl amides of'di- and 
tri-basic carboxylic acids include, but are not limited to, alkyl amides of citric 

a ,^'J r t C ^ a Y a ° ld ^ aconitic acid < nitrilotriacetic acid and itaconic acid 
such as 1,2, 3 -propane tnbutylamide, 2 -hydroxy- 1, 2 , 3 -propane tributylamide 
l-propene-l,2,3-trioctylamide, N,N' , N" -tri (methyldecylamide) amine, 2 
docecyl-N N'-dibutylsuccinamide, and mixtures thereof. Other suitable amides include 
the n-acyl ammo acid derivatives described in U.S. Pat. No. 5,429,816, issued to 
Hofrichter et al . on Jul. 4, 1995. 

Brief Summary Text (246) : 

Additional non-limiting examples of useful hardening materials are those selected 

i 9r ° UP consisting of sorbitan esters, glyceryl esters, polyglyceryl esters, 
methyl glucose esters, sucrose esters, ethoxylated fatty alcohols, hydrogenated 
castor oil ethoxylates, sorbitan ester ethoxylates, polymeric emulsifiers, and 
silicone emulsifiers. 

Brief Summary Text (248) : 

Other suitable hardeners for use in the present invention include, but is not 
limited to, glyceryl monoesters, preferably glyceryl monoesters of C16-C22 
saturated, unsaturated and branched chain fatty acids such as glyceryl oleate 
flr^ 1 mo ? os tearate, glyceryl monopalmitate, glyceryl monobehenate , and mixtures 
thereof; polyglyceryl esters of C16-C22 saturated, unsaturated and branched chain 
fatty acids, such as polyglyceryl -4 isostearate, polyglyceryl -3 oleate, diglycerol ' 
TrTfllT^ 1 ^aglycerol monooleate and mixtures thereof; methyl glucose Uers? 

f It I 2lucose esters of C16-C22 saturated, unsaturated and branched 
*nH 7 S * aS methyl 9 lucose dioleate, methyl glucose sesquiisostearate, 

^ m ^ tur f s thereof; sucrose fatty acid esters, preferabl? sucrose esters of 
C12-C22 saturated, unsaturated and branched chain fatty acids such as sucrose 
stearate, sucrose trilaurate, sucrose distearate (e.g., CRODESTA .RTM F10) and 
mixtures thereof; C12-C22 ethoxylated fatty alcohols such as oleth-2, oleth-3 
steareth-2 a mixtures thereof; hydrogenated castor oil ethoxylates such as PEG-7 
hydrogenated castor oil; sorbitan ester ethoxylates such as PEG-40 sorbitan 

^w! a ^'/?r° r ^ at r 8 °^ and mixtures thereof; polymeric emulsifiers such as 
ethoxylated dodecyl glycol copolymer; and silicone emulsifiers such as 

there'or' 1C ° ne COp ° lyo1 ' cetyldimethicone, dimethicone copolyol, and mixtures 



Brief Summary Text (262) .- 

Nonlimiting examples of suitable surfactants include silicone based surfactants, 
e.g., polyalkeleneoxide modified polydimethyl siloxane; f luoroaliphatic surfactants, 
e.g perfluoroalkyl polyalkylene oxides; and other surfactants e q ' 
actyl-phenoxypolyethoxy ethanol nonionic surfactants, alkylaryl poiyether alcohols 



Record Display Form 



http://westbrs:8002^^ fom 



grade Y12488 fron, OSI Specialty chemicals, and alkenyl succ™.m?d* snrractant 8 9 ' ' 
available under the tradename HJBKIZOL, e q arade osas»7n J™. , P u T ta "? nts 

hydrophilicity of the modified substrate or fibers of the substrate for 
Brief Summary Text (272) : 

2£££fef3?Z£ -nStL^ollatty^^onoL'la^r^Lri-er" f \ , 
S or h Mt,re:te h rr n9 , an 'T* 9 ' ° £ «w2S!'r^^2'a w'^ft? 

polygenic polymers, -.icJ?^^.^^^^^^ 
Brief Summary Text (273) • 

polyethylene wax, CARBOPOL, PEMULEN corn starch i b f eswax ' 

gun, arable hydroxypropyl cellulose! Sydroxyethyi ceSSoS^b^S;! 911 " ^ 

cellulose, RETEN 201, KYMENE 557H.RTM., ACCu 7112. CARBoSaJ'. CarbOXymeth y 1 



CLAIMS : 



1. A disposable, single use personal care cleansing article comprising: 
(A) a water insoluble substrate, 

into said substrate, tlVG com P onent added onto or impregnated 
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DOCUMENT- IDENTIFIER: US 624 8712 Bl 

TITLE: Urokinase -type plasminogen activator receptor 
Brief Summary Text (9) : 

Many research groups have proposed that invasive tumor cells secrete 

^^-%^^^°^^y —a £"£S — 

Brief Summary Text (15) • 

and S'S'LS^i^^ciu'uL^ifJ 1 ?* 1 ? ^ Sntified in -nocytes 
has been demonstrated on a variety u n al -' 1 1 ^ 85) ' and it. presence 

malignant cells (Stoppelli 2 al ! Ls SSi ' including several types of 

receptor binds active 54 kD u-PA it-e on^ nM,m^ n ^ i_ ■ ' - L ^° / /- me 

residue i nci \* "* ? the 15 kD amino " terminal fragment (ATF 

teethe J^'fiSor^S's'^riLs^ ;: ith t n the ^--^ 

epidermal growth factor (5? Which 5^ 9 ■S*' homolo 9 ies to the part of 

human peptides indicates r-h*h cross reactivity between the murine and the 

specific indlca tes that the binding between u-PA and u-PAR is strongly species 

Brief Summary Text (16) • 

structurally related to u pa!?iS . Pt ° r ' though several proteins 
(Stoppelli Zt'Sm.S. "vassalTefa"?. "^8^^™! "^.ST '■•'-« 

PAT-i to ,ui« 4- j= vwuw^cixi cu aj_ . , xydb; Nielsen et al iqapm 

et «i."iS^. t0 f ° rm 3 C ° Valent C ° mpleX With U " PA but not -th pro-u^PA SSea.en 



Brief Summary Text (24) : 
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int ! Ct ° r ? anism < Pro-u-PA is the predominant form of u-PA in intracellul * r 
° d . lfc also constitutes a sizable fraction of the u-PA in LcracenuJar 

provides a positive feedback mechanism that accelerates and amli??« \hf ° ff \ * 
activation of a small amount of pro-u-PA. The initiation of SS u-PA pathway of 

5 : Sa?" ° 7 t0 3 Sma11 SXtent ' COnverted to ac tive two-ch ainVpA Elite's et 
Brief Summary Text (28) : 

Plasminogen, as well as plasmin, binds to many types of cultured cells i„M„H^« 

1988) structure of the heavy chains of plasminogen and plasmin (Miles et al„ 

Brief Summary Text (40) : 

plasminogen, the presence of pro-u-PA on the cells the ahi 7 itZ ~* x S ■. 

s^f ; e a P i : m L™^^ 

Sat i? P if^oteSd°f lytiC . aCt i Vity .° f PlaSmin ' b ° Und to their "uSiS £ such a way 

•f JV protected from inactivation by serum protease inhibitors and ideal iv- 
situated to be employed in the degradation of the^ric^llular matrix 7 

Brief Summary Text (42) • 

Sff " c °llagenases The expression of protease activity by tumor cel ls facilit ates 
Brief Summary Text (48) : 

The purified protein could be chemically cross-linked with u-PA The am ^„„ = 

resulting in a protein with an apparent molecular weight of abou? Xo 11 X ™ 
apparent molecular weight of u-PAR from different «ll lin.. f * S 

Brief Summary Text (52) : 

^ dedU ^ d amin ° acid sequence indicated that u-PAR is produced as a 313 r*«HH„— 

Sra^^nul'arrfollo 2 ^ H* 8 , 1 ? 168 i™ 9 » termini? part (probably ^ 

S« ? followed by 21 rather hydrophobic amino aci ds (probably a 

trans -membrane domain) . The potential extracellulaF^t^orglnise^in 3 repeats 
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with striking homologies, particularly with respect to the pattern of cysteines 
This may indicate the presence of distinct domains that may bind different ligands. 

Brief Summary Text (56) : 

In Example 7 it is demonstrated that after incubation of monolayer cultures of human 
HT-1080 fibrosarcoma cells with purified native human plasminogen in serum 
containing medium, bound plasmin activity can be eluted from the cells with 
tranexamic acid, an analogue of lysine . The bound plasmin is the result of 
plasminogen activation on the cell surface; plasmin activity is not taken up onto 
cells after deliberate addition of plasmin to the serum containing medium The cell 
surface plasmin formation is inhibited by an anti-catalytic monoclonal antibody to 
u-PA, indicating that this enzyme is responsible for the activation. 

Brief Summary Text (58) : 

The binding and subsequent protection of plasmin was abolished by low concentrations 
of the lysine analogue, tranexamic acid . It is therefore likely that plasmin binding 
involves the lysine affinity sites situated in the heavy-chain kringles of plasmin 
Plasmin released from the cells was partially inactivated in the serum medium As 
long as the plasmin remained bound, it was protected from serum inhibitors but could 
be inhibited by aprotinin or an anti-catalytic monoclonal antibody. 

Brief Summary Text (78) : 

The enzyme urokinase -type plasminogen activator (u-PA) has only one well-defined 
macromolecular substrate, namely plasminogen. By cleavage at Arg.sup 560 
plasminogen is activated to the broad spectrum protease plasmin. By the term 
"preventing u-PA from converting plasminogen into plasmin" is therefore meant that 
this activation by u-PA is substantially inhibited or a situation where the 
activation is sufficiently inhibited so as to inhibit or reduce the undesired effect 
of the plasmin. 

Brief Summary Text (120) : 

The present invention also relates to pure u-PAR. As mentioned above, pure u-PAR has 
been made for the first time in accordance with the present invention. Pure u-PAR in 
glycosylated form shows, in an SDS-PAGE at a load of approximately 1 mu g 
substantially one and only one silver stained band having an apparent molecular 
weight in the range of about 55-60 kD. The presence of substantially one and onlv 
one silver stained band in this SDS-PAGE is a proof of the purity of the u-PAR 
Another proof of the purity of the u-PAR is the presence of a single amino-terminal 
amino acid sequence in purified u-PAR preparations. While it has been found that 

l»t rent C6llS may P roduce u-PARs having different glycosylation, the glycosylated 
u-PARs, upon deglycosylation, were all found to have an identical electrophoretic 
mobility (corresponding to substantially one and only one band at about 30-35 kD in 
an SDS-PAGE) , indicating that the peptide part of the molecule is identical in all 
cases. 



Brief Summary Text (121) : 

As appears from the Examples, pure u-PAR in glycosylated form may be prepared from a 
biological material containing u-PAR by temperature -induced phase separation of 
n^n^ 9 ^ ^ tr ^ CtS follo Y ed h Y affinity chromatography purification with immobilized 
DFP-u-PA. The detergent is preferably a non-ionic detergent such as a polyethylene 
glycol ether, e.g. Triton X-114. The temperature was found to be relatively critical 
in the range of 34 -40 . degree . C., such as about 37. degree. C, for 10 minutes. 

Brief Summary Text (124) : 

On the basis of the amino-terminal amino acid sequence of pure u-PAR a 24-mer 
nucleotide probe was synthesized and used to screen a library to identify and 
isolate recombinant clones carrying the cDNA for u-PAR. The identity of the cDNA 
clones was confirmed by comparing the nucleotide sequence of this cDNA clone with 
the ammo terminal sequence of the purified u-PAR, and by expressing said cDNA in 
mouse L cells and assaying their u-PA-binding properties. 

Brief Summary Text (125) : 

The abbreviations of the amino acids used herein are the following: 
Brief Summary Text (126) : 
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One aspect of the invention relates to a polypeptide comprising a characteristic 
amino acid sequence derived from a u-PAR which polypeptide comprises at least 5 
ammo acids and up to the complete sequence of u-PAR as shown below as the DNA 
sequence (SEQ ID NO:22) and the deducted amino acid sequence (SEQ ID NO-23) of the 
clone p-uPAR-1. The signal peptide is underlined and the first 30 amino aci ds, the 
sequence of which has been determined on the purified protein with an Applied 
Biosystems gas phase sequencer (see Example 1), are overlined. The putative 
transmembrane domain is doubly underlined. The star symbols indicate the potential 
N-lmked glycosylation sites. y^<-^^±A± 

Brief Summary Text (128) : 

The invention relates to any polypeptide comprising at least 5 amino aci ds and up to 
Polypeptide* 2 SeqU6nCe ° f U " PAR fr ° m amino acid 1 to 313, and an y analogue to such a 

Brief Summary Text (130) : 

^^d^ 3 ^ ^ 11 ^' thS t6rm " ch *racteristic amino acid sequence derived from 
the u-PAR is intended to mean an amino acid sequence, such as an epitope which 
comprises amino acids constituting a substantially consecutive stretch (in terms of 
linear or spatial conformation) in u-PAR, or amino acids found in a more or less 
non- consecutive conformation in u-PAR, which amino acids constitute a secondary or 
tertiary conformation having interesting and useful properties, e.g. as therapeutics 

L ;r StKS , Thus, amino acids present at different positions in u-PAR but^heSd 
S^noV; 9 " I- che ™ 1Cal ° r P h y sical bonds < e.g. by disulphide bridges, and thereby 
forming interesting tertiary configurations are to be understood as "characteristic 
amino acid sequences". The characteristic amino acid sequence may comprise a 
consecutive subsequence of the amino acid sequence of u-PAR of greater or smaller 
;™f h ," a combination of two or more parts of such subsequences which may be 
separated by one or more amino acid sequences not related to u-PAR. Alternatively 
the characteristic amino acid sequences may be directly bonded to each other. 

Brief Summary Text (132) : 

The term "analogue" is used in the present context to indicate a protein or 
S™^ 1 ? 5 a Sim i lar amino acid composition or sequence as the characteristic 

~ sequence derived from the u-PAR, allowing for minor variations which do 
not have an adverse effect on the immunogenicity of the analogue. The analogous 

of* s^ntnecic°origin ein ^ * fr ° m mammalS ^ my be P artiall y or completely 

Brief Summary Text (133) : 

The present invention also relates to a substantially pure polypeptide which is 
recognized by an antibody raised against or reactive with apolypeptide comprising 
the amino acid sequence defined above. comprising 

Brief Summary Text (134) : 

^! the ? r ! SSnt context < the term "substantially pure" is understood to mean that the 
polypeptide m question is substantially free from other components, e.g. other 
of" £Ko? eS ^rbohydrates, which may result from the production and/or recovery 
of the polypeptide or otherwise be found together with the polypeptide. The hiqh 
purity of the polypeptide of the invention is advantageous when the polypeptidfis 
to be used for, e.g., the production of antibodies. Also due to its higher ity the 
^ a ? tial J y n pure Polypeptide may be used in a lower amount than a polypeptide 'of a 

h °" V Wn? Purity for most purposes. The purification of the polypeptide of 

the invention may be performed by methods known to a person skilled in the art but 
hSooSbfc 7 T l0 V°- ent ~ti°ns of u-PAR in biological material and tL strongly 
hydrophobic nature of the receptor has hitherto hampered its purification. Now 
extrl^; f G C °f ina ^ io - of temperature-induced phase separation of detergent 
?2 ?~ - CS aff ^ nifc y chromatography with immobilized DFP-treated u-PA has 

InLi / Suc ° e * sful Purification in amounts high enough (100-200 .mu.g) to have 
enabled a partial amino acid sequencing and further characterization. 

Brief Summary Text (138) : 

The polypeptide of the invention may also be a fusion protein in which 
characteristic amino acid sequence (s) from u-PAR is/are fused to another oolvoentide 
sequence. The polypeptide to which the characteristic amino acid sequencers' rom 
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u-PAR is/are fused may be one which results in an increased expression of the 
protein when expressed in an organism, or facilitates or improves the purification 

of the fusion P r °tein from said organism in terms of a mo?e easy and 
tn?X7t recovery, or confers to the u-PAR the property of inhibiting u-PA (as it 
would be in the case of a u-PAR-PAl-1 fusion) . 

Brief Summary Text (139) : 

in some cases it may be advantageous to cleave the fusion protein so as to obtain a 
polypeptide which substantially solely comprises characteristic amino acid 

KHmTSi^ ■ /° m U " PA ^- r " these cases ' the characteristic amino acid sequ ence (s) 
from u-PAR is/are preferably fused to a polypeptide sequenc e which ma y be 
specifically recognized by a cleaving agent, e.g. a chemical such as cyanogen 
bromide, hydroxylamine and 2 -nitro-5 -thiocyanobenzoate , or an enzyme, e.g a 
plMSl e or P factor a xI.° r trypsin < chlostripain, and staphylococcal 

Brief Summary Text (149) : 

The DNA fragment of the invention may comprise a nucleotide sequence encoding a 
polypeptide fused in frame to the nucleotide sequence encoding the characteristic 
amino acid sequence with the purpose of producing a fused polypeptide. When using 
recombinant DNA technology, the fused sequence may be inserted into an appropriate 
vector which is transformed into a suitable host organism. Alternatively the DNA 
fragment of the invention may be inserted in the vector in frame wit"h a gene carried 
llaKtV* 0 ?*'^*^ enC ° deS a SUitable P°^Ptide. The host organism? whS 
celf line it U tr7 pro ^ r r otic ori 9 in ' instance a yeast or a mammalian 

whiih '/ 9 ? under J condltlons ensuring expression of the fused sequence after 
which the fused polypeptide may be recovered from the culture by physico chemical 

and the f " sed Polypeptide may be subjected to gel filiation and 
^"^chromatography USlng an ant ibody directed against the antigenic part(s) of 
the fused polypeptide. After purification, the polypeptide of the invention and the 

nrSnf I WhiCh At i" fUSed ^ be separated, fo? instance by suSnie 

proteolytic cleavage, and the polypeptide of the invention may be recovered e g by 
affinity purification or another suitable method. 9 ' Y 

Brief Summary Text (151) : 

Isolatinf^PNr^ff rib f abovema y be obtained directly from genomic DNA or by 
isolating mRNA and transferring it into the corresponding DNA sequence bv usina 

SETS irKrivK a dirL r ?lv C b n9 CDNA -. Whe ? obtain A the 9 DNA fSTfSiZlc 
™/ " 13 de rived directly by screening for genomic sequences, hybridizing to a DNA 

wnen the ™A e ?.°% ^ ^ ° f fUl1 ° r partial amin ° acid sequence of u-PAR 

a t™l ?-k f com P lementar y DNA (cDNA) origin, it may be obtained by preparing 

Hvh^' ° n thS b3SiS ° f ***** from cells containing a u-PAR or parts tnereof 

Hybridization experiments may then be carried out using synthetic oligonucleotides' 
as probes to identify the cDNA sequence encoding the u-PAR or part thereof cDNA 
differs from genomic DNA in, e.g. that it lacks certain transcriptio^rcontSl 
t£Z J and , introns which are non-coding sequences within the cod i ng DNA sequence 
^tlL I ements and ln tfons are normally contained in the genomic DNA The DNA^ 

sSeSzS meSoS 6 °' Sy " thetic 1 " e - prepared * conventional DNA 

9 me thod e.g. by using a nucleotide synthesizer. The DNA fragment mav 
also be produced using a combination of these methods. fragment may 

Brief Summary Text (158) : 

^L Pr K S rV nVenti ? n alS ° relates to a method of producing the polypeptides 
£l S S i Suitably ' the Polypeptides are prepared using recombinant 

DNA-technology e.g. the methods disclosed in Maniatis et al . op. cit mrl 

cultivator th ? P ° lypeptides ma y b e produced by a method which comprises 
nhlttZt ? 9 ? r Ceding an organism carrying a DNA-fragment encoding a 

f r a gment ri under a ronHH * IT" fr ° m an U " PAR ' e - g " the above described DNA 
tragment, under conditions leading to expression of said DNA fragment and 
subsequently recovering the polypeptide from the organism. rragment ' and 

Brief Summary Text (159) : 

mav d bff mI^ 0 ^' ° rganism which is us ed for the production of the polypeptide 

IrLspectivfoJ Sf'SS' V*' an . anima1 ' ° r a lower organism, e.g. a microorganism 
irrespective of the type of organism employed for the production of the polypeptide 
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u e fragment encoding the characteristic amino acid sequence from an u-PAR 
should be introduced in the organism. Conveniently, the DNA fragment is inserted in 
an expression vector, e.g. a vector as defined above, which is subsequently 
introduced into the host organism. The DNA fragment may also be directly inserted in 
S 6 ^™?'°J 5 k fc °^ anism - The insertion of the DNA fragment in the genome may 
be accomplished by use of a DNA fragment as such or cloned in bacteria, phage lambda 
or other vectors, carrying the DNA fragment and being capable of mediating the 
insertion into the host organism genome. The insertion of the DNA fragment into an 

h^-kT V6Ct K r ^\. nt ° thS 9en ° me ° f the host organism may be accomplished as 
described e.g. by Colbere-Garapin F. et al . , J. Molec. Biol., 150; 1-14 (1981)- A 
New Dominant Hybrid Selective Marker for Higher Eucaryotic Cells. 

Brief Summary Text (162) : 

When the polypeptide of the invention comprises one or more distinct parts e a 
being a fusion protein comprising on the one hand characteristic amino acid 
sequence (s) from u-PAR and on the other hand amino acid sequence (s) constituting a 
polypeptide which is not related to u-PAR, the DNA fragments encoding each of these 
5?TS w 8 ^ lnserted ^ the genome or expression vector separately or may be 
n^ P J e \ insertion into the genome or expression vector by use of conventional 

DNA techniques such as described in Maniatis et al . op. cit . 

Brief Summary Text (170) : 

c) Preparative electrophoresis procedures; for instance the following procedure- A 
supernatant from a centrifuged enzyme treated cell or cell line preparation is ' 
subjected to a gel electrophoresis, such as a sodium dodecyl 

^ P 5on e ^ ly fo^ amid9el electr °Phoresis (SDS-PAGE) (cf. Laemmli, U.K. Nature, 
227:680-685; 1970), or an agarose gel electrophoresis. Subsequently, labelled 
antibodies, such as monoclonal antibodies, reactive with u-PAR, are used to identify 
bands primarily constituted by the isolated u-PAR compounds. For instance, the 
antibodies may be used in any conventional immunoblotting technique. The markers mav 
Atll^T? f i UOres " in labels detectable by means of 9 relevan? sensitive fllL * 
After identification the u-PAR containing bands of the gel may be subjected to a 
treatment resulting in the release of the u-PAR compounds from the gels, such as 
procedures involving slicing up the gel and subsequent elution of u-PAR compounds, 
optionally, the amino acid sequence of the u-PAR proteins obtained may be 
determined. 1 

Brief Summary Text (172) : 

Prior to cultivation of the microorganism, the DNA fragment encoding the polypeptide 
of the invention may be subjected to modification, before or after the DNA fragment 

^S^ DSe ? VeCt ° r - The P ol YPeptide produced may also be subjected to 

modification. The modification may comprise substitution, addition, insertion 
deletion or rearrangement of one or more nucleotides and amino a cids in the DNA 
fragment and the polypeptide, respectively, or a combination of these modifications 
The term ■•substitution" is intended to mean the replacement of any one or more Sno 
acids or nucleotides m the full amino acid or nucleotide sequence with one or moTi 2 

^' addition" is understood to mean the addition of one or more amino acids or 
nucleotides at either end of the full amino acid or nucleotide sequen ce, "insert ion" 
1S ^ n ?u ed /° mean the introduction of one or more amino acids or nucleotides 
within the full amino acid or nucleotide sequence, and "deletion" is intended to 
indicate that one or more amino acids or nucleotides have been deleted from the full 
^^°f ld or nucleotide sequence whether at either end of the sequence or at any 
amino ^ He " Rear rangement » is intended to indicate that one or more 

amino acids or nucleotides or the sequence has been exchanged with each other. The 
DNA fragment may, however, also be modified by subjecting the organism carrying the 
DNA fragment to mutagenization, preferably site directed mutagenization so as ?o 

may be n oerforme/r 9ment ' ^ ° r ? aniSm ^ * mi ^organism, the mutagenization 

may be performed by using conventional mutagenization means such as ultraviolet 
radiation, ionizing radiation or a chemical mutagen such as mitomycin C 
5-bromouracil, methylmethane sulphonate, nitrogen mustard or a nitrofuran or 
mutagens known m the art, e.g. mutagens of the type disclosed in Miller, J H 
Molecular genetics, Unit III, Cold Spring Harbor Laboratory 1972. 

Brief Summary Text (173) : 

Examples of suitable modifications of the DNA sequence are nucleotide substitutions 
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which do not give rise to another amino acid sequence of the protein, but which 

? c 9 1 : ;o C0 ^ r r P ° nd 1 t0 . t ^ e co ^ on . usa 9 e °f the specific organism in which the sequence 

ins erted; nucleotide substitutions which give rise to a different amino acid 
sequence and therefore, possibly, a different protein structure witho ut, howeve r 
impairing the critical properties of the polypeptide encoded by the DNA sequence- a 
subsequence of the DNA sequence shown above encoding a polypeptide which has 
retained the receptor properties of the native u-PAR; or a DNA sequence hybridizing 

SaXaiTS ° f % DNA pre ? ared on the basi * of the DNA sequence shown above, 9 

provided that it encodes a polypeptide which has the biological property of u-PAR. 

Brief Summary Text (175) : 

It is well-known that use of recombinant DNA- techniques, including transgenic 
techniques, may be associated with another kind of processing of the polypeptide 
ihJn r0C K SS ^ 9 - 0f P ol yP e P fcide w *en Produced in its natural environment, 
of ^SLni- baCte " Um Sucn as . E - coli is u «ed for the production of the polypeptide 
1S..^T T' the amino acid residues of the polypeptide are not glycosylated, 
or" organism. ^ P "** gl ' COS y lated when produced in another microorganism 

Brief Summary Text (177) : 

The term "truncated polypeptide" refers to a polypeptide deleted for one or more 

residues eventually resulting in changing of the properties of the 
SS??^ !' S ' 9 ' Sol ^ bll t ty - In a ^rther meaning, the term "truncated polypeptide" 
refers to a mixture of polypeptides all derived from one polypeptide or expressed 
from the gene encoding said polypeptide. Such truncated polypeptides might arise for 
JISSS" vect °r/host cell systems in which part of the cSntas been deleted by 
«5 ° 8n2 r e dl 9ff lon or other suitable methods, resulting in the expression 

of a protein not normally produced in that system. 

Brief Summary Text (178) : 

tJmHrt^ o°?^ eP ^ de ° f th ! invention ma y be prepared by the well-known methods of 
liquid or solid phase peptide synthesis utilizing the successive coupling of the 
™?™ I ammo acids of the polypeptide sequence or the coupling of individual 
amino acids forming fragments of the polypeptide sequence which fragments 
subsequently are coupled so as to result in the desired polypeptide. The solid phase 
peptide synthesis may e.g. be performed as described by R. B. Merrifield J Am 

™;/°^', 8 k' 1963 ;. P - 2149 " In SOUd Phase thesis; the amino acid LenS'is 
constructed by coupling an initial amino acid to a solid sup port and t hen 
sequentially adding the other amino acids in the sequence by peptide bonding until 
the desired length has been obtained. In this embodiment, the solid support may also 
I!? S S a r i6r thS P^^Ptide of the invention in a vaccine ^epar^ion 

f^ Cr i? b6 H° W - ^Preparation of synthetic peptides may be carried out 
essentially as described m Shinnick, Ann. Rev. Microbiol. 37, 1983, pp. 425-446. 

Brief Summary Text (191) : 

The diagnostic agent, may, e.g, be an antibody as defined above. Alternatively the 

SIm a96nt ^ be in th£ f ° rm ° f a teSt kit comprising in a container a 
polypeptide comprising a characteristic amino acid sequence of u-PAR e a a 

?n g ?he C di a an^?= n9 f°H- inClUded J" ^ se <* uence (1) . The diagnostic agent may be used 
cell diagn ° S:LS of dlse ases related to abnormal numbers of u-PARs residing on the 

Brief Summary Text (193) : 

° f enzymes useful as labels are . beta . -galactosidase , urease, glucose 
Z t tiv f 1C anh y drase ' Peroxidases (e.g. horseradish peroxidase , phosph atases 
ribonuctease^ ^ Phosphatase), glucose -6 -phosphate dehydrogenase and 

Brief Summary Text (194) : 

Enzymes are not in themselves detectable, but must be combined with a substrate to 

added y to the Sa L^ n Pr0dUC ? ° f Whi ° h ±S det ectable. Thus, a substrate may be 

added to the reaction mixture resulting in a coloured, fluorescent or 

SriiVnu? 68 ?? 1 * Pr ° duct or in a . colour change or in a change in the intensity of 
the colour fluorescence or chemi luminescence . Examples of substrates which are 
useful m the present method as substrates for the enzymes mentioned above are 
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™t Uh 't °^ ub ' 2 ' P-nitrophenylphosphate, lactose, urea, .beta. -D-glucose CO sub i 
Brief Summary Text (198) : 

be tonTeTiTTbfi^L^^ an a f ^° dy ° r 3 P ol yP^tide of the invention may 
De coupiea to a bridging compound coupled to a solid surmo-ri- tk 0 ~ i, 

which is designed to link the solid £p^ ^^^^^-^^^^ i ^ f ° aaA - 

Protein A, glutaraldehyde, carbodiimide, or lysine . nydrazide, 

Brief Summary Paragraph Table (1) : 

Three-letter One-letter Amino acid abbreviation symbol Alanine Ala A Arqinine Aro r 
Asparagine Asn N Aspartic acid Asp D Asparagine or aspartic acid Lx B Cystei ne rJt 
C Glutamine Gin Q Glutamic acid Glu E Glutamine or glutamic acid Glx Z Glycine G^v G 
H^tidine His H isoleucine He I Leucine Leu L Lysine Lys K MeJhionine Met M * 

Drawing Description Text (3) : 

u^v/iinT 116 3^itpn.X-114 fraction containing membrane proteins from PMA-treated 

u ll ?he LE»55T2? t0 "P^ 7 chromat °9~phy using immobilized DFP-treated 
u fa. Tne neutralized column eluate was dialyzed aqinst 0 1% acet-ir h a „^ 

be°?orf p r Sficr t ir PhiliZati ° n - A P ° rti0n < Ling I \ I LeT^sup * S?ls 

nel) £n ^ ^ S run on 6-16% gradient SDS-PAGE under reducing conditions 
2) are indicated Sllv — St — The molecular weights of marke/proteins (lane 

Drawing Description Text (11) : 

oa^ S '- Z A ' C - F1G - 7A show s the initial amino-terminal amino acid sequence (seo m ran- 
^ S EQ 1 ID°N0S ^ 1 2 5 S • • IISdsT^ S ^ thesized a nd used fo r'Sgg icreeSng 0 ' 

Drawing Description Text (16) • 

crSrSSkS^g^ L^cSSJ.SS^ run^rtL°^\ SP rr? 9 C t of 3 t 0 n' 0 ? 0 ^i' 
supernat'lnt^f'l 011 ^ mediUm Cent "^ at\™ , Soo. ?ime ' "a d ° h f Fl9Ure) ' 
ATP rT-oac i ir^ "^v, corresponding to 15,000 cells) was incubated with iodinated 
ATF, cross-linked with DSS, and analyzed bv SDq-papp ^=v-«- d ( !u t- 10 f ina,:e<:1 
and b are duplicates from cells gro^t £f ferenf denKtLs . °' ^ ' ^ 3 

Drawing Description Text (17) • 

litis llillll/fl^-^ of amin ° 

rarPMA-stimulate°S SjfcSS'cSi^S^ SlSTS^Ka 1 ? S? ly ***** 
detergent -phase separation and affinity chromatography (D^^Sepharose) To 

SSf S« Tt it the " sub i« t « d "> T rieine-SDS - PAGE followed by 
Drawing Description Text (20) : 

FIGS. 15A-15C show the change in hydrophobic properties of purified u-PAR upon 
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treatment with PI-PLC. u-PAR, purified from PMA-stimulated U937 cells, were either 
untreated (NONE) FIG. 15A or incubated for 3 0 min at 3 7. degree. C. in 50 mM 
triethylamine/HCl (pH 7.5), 5 mM EDTA and 0.1% Triton X-100 without any 
phospholipases (MOCK) FIG. 15B or in the presence of 20 .mu.l/ml PI-PLC (PI-PLC) 
FIG. 15B. One sample was incubated with 200 .mu.g/ml phospholipase D purified from 
cabbage in 50 mM acetate (pH 6.0), 10 mM CaCl.sub.2 (PLD) , and another with 100 
.mu.g/ml phospholipase A. sub. 2 purified from bee venom in 50 mM HEPES (pH 8 0) 10 
mM CaCl.sub.2 (PLA.sub.2) FIG. 15C. 

Drawing Description Text (21) : 

These u-PAR preparations were then subjected to temperature -induced detergent -phase 
separation in 1% Triton X-114. This phase separation was repeated once for the 
resulting aqueous and detergent phases by addition of extra Triton X-114 and 0 1 M 
Tris (pH 8.1), respectively. Finally, cross-linking analysis with 1 nM .sup. 125 
I-labelled ATF was performed on parallel aliquots of aqueous (A) and detergent (D) 
phases, followed by SDS-PAGE (10% T and 2.5% C) under non-reducing conditions. Areas 
corresponding to .sup. 125 I-ATF/u-PAR complexes (Mr 70,000) were excised from the 
polyacrylamide gel and the radioactivity was determined (shown as % of total 
radioactivity in A+D at the bottom of each lane) . 

Drawing Description Text (22) : 

F * G - le \ shows a comparison of COOH-terminal amino acid sequences from proteins in 
which the processing sites during GPI-membrane anchoring are known, to that 
predicted for u-PAR (SEQ ID NO: 21) (based on amino acid analysis, Table 5) The 
f T ^ ln ?^f Cld ! lnvol T ed in attachment to the glycolipid are highlighted. VSG (SEQ ID 
NO: 17 and PARP (SEQ ID NO: 16) refers to variant surface glycoprotein (and 
procyclic acidic repetitive protein from Trypanosoma brucei. CEA (SEQ ID NO- 19) is 

Thv C i n ^ r xn n Mn 3 S 9en i PLAP (SEQ 10 N ° : 18) is P la « n tal alkaline phosphatase and 
Thy-l (SEQ ID NO: 20) refers to the surface glycoprotein isolated from rat 
thymocytes . * 

Drawing Description Text (24) : 

"» how s SDS-PAGE of detergent phase from Triton X-114 phase-separated extracts 
from U93 7 cells treated with PMA for different time periods, chemical cross linked 
to .sup. 125 I -ATF . Non-treated cells and PMA (150 nM) treated cells were acid 
treated and lysed. The detergent phases were incubated with .sup. 125 I -ATF cross 
linked with DSS and run in a 6-16% SDS-PAGE gradient gel followed by 
^^f^r Electrophoretic mobility of molecular weight standard proteins are 
™* t ° the left - Non - tr eated cells, 2. +PMA 3 hours, 3. +PMA 9 hours, 4 

^frcTS^ceuf " h ° UrS ' ^ ? " 1% X " 114 t0tal ^ Sate (diluted 

Drawing Description Text (26) : 

T 2 J shows SDS-PAGE of detergent phase from Triton X-114 phase-separated extracts 
from U937 cells treated with Dibuturyl cAMP for different time periods, chemical 
cross -linked to .sup. 125 I -ATF. Non- treated cells and Dibuturyl cAMP (l mM) treated 
cells were acid treated and lysed as described in Materials and Methods. The 
fn ^T^* P 5nfn a ^ re inCubated with -sup.125 I -ATF, cross linked with DSS and run 
™k*i?Z * ; °? gradient gel followed by autoradiography. Electrophoretic 
mobility of molecular weight standard proteins are indicated to the left 1 
Non-treated cells, 2. +Dibuturyl cAMP 12 hours, 3. +Dibuturyl cAMP 24 hours,' 4 
+Dibuturyl CAMP 48 hours, 5. +Dibuturyl cAMP 72 hours. 

Drawing Description Text (28) : 

F ^'^ 22 " De P endence of Plasmin formation in serum medium on the concentration of 
added native human plasminogen. Confluent layers of HT-1080 cells were incubated for 
3 hours in MEM medium (0.5 ml) containing 10% heat -inactivated and 

t o a ^ n ™: d f P ^ ted fe £ al Cal f S6rUm ' With the addition °f native human plasminogen 
to the concentrations shown. The conditioned media were harvested and the cells 
l^ltt tt times with PBS. The cells were treated with 1 mM tranexamic acid in PBS 
to obtain the bound fraction of plasmin. Plasmin was assayed i n the cell -boun d 
fraction ( . smallcircle . - - . smallcircle . ) and the medium 
(.circle-solid. --.circle-solid.) as thioesterase activity. 

Drawing Description Text (30) : 
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n P ^ Sm1 ^ release from HT-1080 cells into serum-free and serum-containing 
media. Confluent layers of HT-1080 cells were first loaded with plasmin by 
incubation for 1 hour at 3 7. degree. C. in serum- free MEM medium (0.5 ml) containinq 
human plasmin (0-5 .mu.g/ml) . After rinsing the cell layers three times they were 
incubated for 2 hours at 37. degree. C. with either serum-free medium 
(. smallcircle.--. smallcircle. ) , medium containing 10% heat -inactivated and 
plasminogen-depleted fetal calf serum (. circle-solid. --. circle-solid. ) , or the 
latter with tranexamic acid (100 .mu.M) ( .box-solid. -- .box-solid. ) . Plasmin was then 
^f . 111 cell " bound faction (A) and the media (B) . At the time of transfer to 
new media, there was approximately 28 ng of plasmin bound to the cells from the 
pretreatment with 2.5 .mu.g of plasmin/ well . 

Drawing Description Text (31) : 

11+ '■ 2 l' Ef 5 6C u-? f P r etreatment of HT-1080 cells with DFP-u-PA on bound u-PA 

%ll^lon ablllt y to Produce bound plasmin in serum medium. Confluent cell layers 
of HT-1080 cells were preincubated for 18 hours at 37. degree. C. with the 
concentrations shown of DFP-u-PA in serum-containing medium (0.5 ml). After rinsina 
three times, the cells were incubated for l hour at 37 . degree . C. with MEM medium * 
containing 10% heat-inactivated and plasminogen-depleted fetal calf serum with 

n P lasmin °9 en (40 -mu.g/ml) . After incubation, half the 
replicate wells were rinsed and treated with acid -glycine to recover the total bound 

I A ( T hrotS e r C ^ir- SmallCir ^ J WhlCh n ° W deluded DFP-u-PA, pro-u-PA and a S 
u PA. The other wells were used to recover bound plasmin 

(.circle-solid. --.circle-solid.) by elution with tranexamic acid . 
Drawing Description Text (32) : 

FIG. 26. Activation of cell -bound u-PA proenzyme in serum medium after addition of 
plasminogen Confluent layers of HT-1080 cells were prelabelled for 5 hour 
wf in^;^:^ -sup.35 S-methionine. After restoring complete medium with 10% 
^50 ™ «5™T? a nd Plasminogen-depleted fetal calf serum, native human plasminogen 

o'nu S J S L fv, a f th t incubation continued for another 3 hours . Aprotinin 
(200 KlU/ml was added before harvest of medium, and the rinsed cells were treated 
with acid-glycine to recover the bound u-PA fraction. Acid eluates were neutralized 
and immunoprecipitated with goat antibodies to u-PA, before SDS - PAGE under reducing 
conditions. The fluorogram shows: in lane 1, control immunoprecipitate of culture 
without plasminogen with goat antibodies to human t-PA; lane 2, culture witnout 
plasminogen immunoprecipitated with goat anti-u-PA antibodies; lane 3, culture with 
plasminogen immunoprecipitated with u-PA antibodies. culture witn 

Drawing Description Text (33) : 

FIG. 27. Activation of cell-bound u-PA proenzyme in serum medium after the addition 

con?ainTna°?0?'heaf ^ .^7 °J T 1080 CellS Were -cubated with MEM medium 
containing 10% heat- inactivated and plasminogen-depleted fetal calf serum and native 

S/mlf'T"^ ^ -r-^ ml) - AftSr thS time -Nervals shown, aprotSTn (2oS 
KIU/ml) was added and the rinsed cells were treated with acid-glycine to recover the 
bound fraction of u-PA. The u-PA in the neutralized eluate wa s assaye d by an 
immunocapture method, using an NPGB inactivation step to determined the pro -u - PA 

( Hal - 6 f ° dS) - n f IG " 2?A Sh ° WS the Pr°-u-PA index for cultures withou? 
(.smallcircle. --.smallcircle.) and with (. circle-solid. --. circle-solid ) 
plasminogen. The zero-time sample with plasminogen shows that some change alreadv 
occurred during work-up of the cells. FIG. 27B shows the eluted u-PA activity L 
cultures without plasminogen ( . smallcircle . - . smallcircle . ) , with plasminogen 
^^-^d---. circle-solid.), and with Plasminogen and a neutralizing monoclonal 
antibody to human PAI-l (io .mu.g/ml) ( .box-solid. -- .box-solid. ) . monoclonal 

Drawing Description Text (34) : 

FIG. 28. Model for cell surface plasminogen activation. In this proposed model u pa 
receptors (u-PA-R) and plasminogen receptors (plg-R) are depicted on the S ' 
ZT*T' Bef ° re eX P° Sure to Plasminogen (pig), virtually all the bound u-PA is 
present as pro-u-PA (open squares) , but it is assumed that some active u-PA 
molecules exist (closed squares). On plasminogen (open rectangles) binding (which 
Zl^n P re f lude ? *y ^e presence of tranexamic acid ) . plasmin (pi closeS 
rectangles) is formed on the cell by the action of the bound active urokinase This 
step may be inhibited by PAI-1 and PAI-2, and by an anti-catalytic monoclonal' 
antibody to u-PA (anti-u-PA-ab) . The bound plasmin thus formed is resistanTcc 
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tStn I k Y alpha-2-anti-plasmin present in the serum medium, but sensitive to 
inhibition by aprotimn and an anti -catalytic monoclonal antibody to plasmin 
(anti-pl-ab) . As active plasmin becomes available, it catalyzes the activation of 
more bound pro-u-PA to active u-PA, thus amplifying the proteolytic system. 
Activation of pro-u-PA is inhibited by tranexamic acid (which prevents plasminogen 
binding), aprotimn and an anti-catalytic monoclonal antibody to plasmin. 

Drawing Description Text (56) : 

FIG. 45B: Western blot showing the reactivity of the antisera used. 500 nq of 

STSiS/i'n*? (1 foM n 2 ^ V °5 the Trit ° n X " 114 detergent phase obtained from 

* P PMA - Stim ulated U937 cells (lanes 1 and 3) were analyzed by 
SDS-PAGE under reducing conditions on a 6-16% gradient gel, and Western blotting 
using as the primary antisera mouse anti-u-PAR serum diluted 1:250 (lanes 1 and 2) 
or the above control serum at the same dilution (lanes 3 and 4) . 

Drawing Description Text (57) : 

I^ S k * 6A ~ B Sh °! 3 Western blot ' demonstrating the reactivity of polyclonal rabbit 
antibody against u-PAR. 75 .mu.l samples of Triton X-114 detergent phase from 

JpTtrLtL )T fc ? d y 93 J. ce } ls were analyzed alone (lane 1), after mixing with 

DFP-treated u-PA (Example 1; final concentration 10 .mu.g/ml) (lane 4), or after 

T^V 1 ^ ^ fT* ° f DFP " treated u-PA, followed by chemical cross-linking 
(lane 3 ) . As a control, the same amount of DFP-treated u-PA was analyzed alone, 
after the performance of cross-linking (lane 5), or directly (lane 6). The sample in 
contained 75 .mu.l of the cell lysate detergent phase, which was subjected to 
run on I ^ross -liking without the addition of DFP-treated u-PA. The samples were 
run on 6-16% gradient SDS-PAGE under non-reducing conditions, followed by 
lltS ??? 9 ^to nitrocellulose. The sheets were incubated with purified and 
S^f™ ? antl - u " PAR se ™ (FIG. 46A), or with purified and absorbed 

IgG from pre -immune serum from the same rabbit (FIG. 46B) . The IgG concentration 
during the incubation was 12 .mu.g/ml in both cases. The sheets were developed with 
alkaline phosphatase -coupled antibody against rabbit IgG, followed by detection of 
alkaline phosphatase activity. L 

Detailed Description Text (6) : 

T ^?n:? DS " PAGE ° f / am P les to be electroblotted for amino acid analysis or NH.sub.2 
-terminal amino-acid sequencing was performed in a MINI -PROTEAN II. TM amino acid 
sequencing apparatus (BioRad) according to Schagger and von Jagow, 1987 , on a 0 7 5 
mm homogeneous 7 7% T, 3% C gel. The gel was pre- electrophoresis for 3 hours at 15 
h^ 9 h bUf f Sr Wlt ^- 12 f 1 3-mercaptopropanoic acid added as a scavenger. The 
h ^ ^ ampl f WaS dlssolved directly in 50 .mu.l of the sample buffer with 40 

SLf V^ 1 ^ the . reducin 9 a ^nt, and boiled for 2 minutes. The gel buffer 

used for pre-electrophoresis was replaced with electrophoresis buffer, after which 
electrophoresis was performed for 4 hours at 60 V. 

Detailed Description Text (7) : 

Electroblotting of samples for amino acid analysis or NH.sub.2 -terminal amino acid 
sequencing After electrophoresis, the Tricine-SDS-polyacrylamide gel was 

5? f ? on t° a.P ol yvinylidene difluoride (PVDF) membrane (Millipore) , using a 
semi-dry electroblotting apparatus ( JKA Instruments, Denmark). Electroblotting took 
place at pH 11.0 in 10 mM CAPS (3- (cyclohexylamino) -1-propanesulf onic acid) 
including 0.4 mM dithioerythritol and 10% methanol, and was performed at 0 8 

Sr 2'^™l f ° r I i° Ur T, ThS Pr ° tein WaS locali2ed b y staining with Coomassie R250 
for 2 minutes and brief destaining, followed by wash in water (Matsudaira, 1987) . 

Detailed Description Text (8) : 

Alkylation of electroblotted protein and amino acid sequencing The 

??°mM S for Sta ^ ned ^ Pr ° tein band WaS CUt ° ut from the PVDF-membrane and treated with 
25 mM icdoacetamide in 50 mM sodium borate, pH 8.0, for 1 hour in the dark at room 
temperature. After the reaction, it was washed extensively with water and dried 
under argon. The protein on the dried filter was sequenced on an Applied Biosystems 
protein sequencer, model 477A. The on-line HPLC identification system for the PTH 
ammo acid derivatives included the derivative of carboxymethylcysteine (produced bv 
deamidation of the amidomethyl derivative during conversion). Thl correct Y 
identification of this derivative was assured by a test -sequencing of chicken 
lysozyme (with cysteine at residue no. 6) after parallel preparative CniC * en 
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electrophoresis, electroblotting and alkylation. 
Detailed Description Text (9) : 

Determination of amino acid composition and amino sugars . For hydrolysis of 
electroblotted u-PAR areas of PVDF membranes containini Coomassie-sCined and in 
situ alkylated protein were treated with 6 M HC1 containing 0 05% oheno? for ?n h ■ 
vacuo at 110 .degree. C. Amino acid analysis was performed on a Waters amino acSd " 
describeVS^r ^tificS^^S^ 

Detailed Description Text (14) : 

Suee" ^ """"^tion .t^ .degree J. l"ooo times 9 

Detailed Description Text (17) : 

Lysates and detergent phases from other cell types (as indicated) were nr*™,*-«H a 

.epeStSf^ele'^ee" 8 "" " » ^ »»• * SS'S^.TSS 
Detailed Description Text (18) • 

hours ' 3 fUrthSr addltlon of the same amount of DFP after the first 2 



Detailed Description Text (19) : 

The reaction was stopped by extensive dialysis at 0 
NaHCO.sub.3, 0.5 M NaCI, 0.1% Triton X-100, pH 8.5. 



degree. C. against 0.25 M 



Detailed Description Text (21) : 

sodium chloride, 0.1% CHAPS r>w 9 m t?i ~~ * • , tlc acia, 0.5 M 

acSc acid Sd JyophuSd ~ — se *— ing were dialyzed again^tT7l% 
Detailed Description Text (22) : 

S^^^a.S^s«"t I ; 1 -' ,, ;« 1 J? I - labe ; i T of ATF was performed »• 

ssaaH-^^^^. ... 

Detailed Description Text (26) : 



Record Display Form 



http://westbrs:8002^iIVcgi-biIVaccurn_q...TDBD&action=PRESENT&p_L=20&p u form 



oHhf h T / n ^ 1,6 mM ' res P ec tively, and boiling for 3 minutes. Aliquots 

d sa !"P les < 10 ■■»•!) were adjusted to include 200 mM sodium ^ 
phosphate P H 8.6 is% Triton X-100, 10 mM 1,10 phenanthroline (added from a 
E„™f solution) and either 1 unit of peptide :N-glycosidase F (N-gTycanase 

Genzyme), or no enzyme, in a total volume 30 .mu.l. Deglycosylation was performed at 
3 7 degree C for 20 hours. During studies on non-fractionated cell lysaLs obtained 
after lysis with CHAPS, 100 mm .beta. -mercaptoethanol was used for reduction instead 
iflfpnenanthronAe^ " ^ **** inClUded dUrin9 ^yco-yl.Ji™ inrtSd ol 
Detailed Description Text (29) : 

Purification PMA-stimulated U937a cells were acid-treated to remove any 
surface-bound u-PA and lysed in a Triton X114 containing buffer. The detergent 
extract was subjected to temperature -induced phase separation, and the isolated 
detergent phase was used as the raw material for affinity chromatography The acid 
dialv^. Were ' n Tn a Ji Zed ^ anal ^ ed < eith - directly ol after concentration by 
or III 0 : 1% . a ^ etic acid and lyophilization. The electrophoretic appearance 

of the purified material is shown in FIGS. 1A-C. ^ 

Detailed Description Text (33) : 

S^i Cati ? n bY amino , acid anal y si s indicated a purification yield of 6-9 .mu.g 
6?S2 io e su p°9 r cens 9 ^ ^ ^ ^ U_PAR ^^P^otein; see below) from 

Detailed Description Text (34) : 

Amino acid composition and NH.sub.2 -terminal amino acid sequences. The amino acid 
e?e C troii°^° f the P u ^ f i^ Protein after prep arative el ectrophoresis 
electroblottmg and alkylation with iodoacetamide is shown in table 1 This 
composition includes a strikingly high content of cysteine residues. Further it is 
noted that rather few lysine residues are present. The analysis system employed 
allows the quantification of glucosamine and galactosamine in addition to the amino 

fr?aceJvlai amine ™ ia " moant responding to approximately lo^f 2 

of N-acetylglucosamme per mol protein, correcting for loss during hydrolysis In 
contrast, no galactosamine was identified. nyaroiysis. In 

Detailed Description Text (35) : 

The high number of glucosamine residues detectable after acid hydrolysis, as well as 
n^MH 9 » d ? CreaS ! in a PP arent molecular mass following treatment with 

carbohv^:^ 7003 F . (S£e u 6lOW) ' indicate tha t large side chains of N-linked 

carbohydrate are present in the protein. The failure to detect any galactosamine 
indicates that this type of O-linked carbohydrate is absent in u-Pa! However the 
analysis i^ 0 ^^! 11 ^- 1 --- ^ — d — ion by amino 

Detailed Description Text (36) : 

Two amino acid sequencing experiments were performed. In the first sequencing 
experiment direct NH.sub.2 -terminal sequencing of affinity-purified u-PAR was 
obtained a nH e > dialy H iS ^ ^i^-tion. A partial sequence (Table ^Twas 
materia?: demonstrated that onl y one sequence was present in the purified 

Detailed Description Text (38) : 

As seen in Table 2, all amino acid residues identified proved identical when 
comparing the two sequences. Furthermore, positions 3, 6 and 12, which were 
identified only m the second experiment, all proved to be cysteines. Thus the lack 
to S£ iJS J 1C ^\ &t th6Se P° sitions in ^e first experiment was to be ascriced 
tln^Ll • S alkylation. It was clear that the only detectable NH.sub.2 -terminal 
sequence in the preparation was associated with the electrophoretic mobility ™ 
T V ^\ f eqU6 f lY n n ° additional sequences were hidden in the form of, III 
poly^eptide W chain CU W619ht Peptide com P on ents associated with the major 

Detailed Description Text (39) : 

A search in the Georgetown University protein data base did not reveal any identity 
nor even pronounced homology, of the u-PAR NH.sub.2 -terminal amino aci| sequence to 
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any known protein. 



Detailed Description Text (40) : 

^c^t^ne^s^^s 1 ^ 6 ^^P^d composition of the entire protein, is rich 
Detailed Description Text (41) • 

tentatively assigned Asn ; see footnote a of Table 2A. ~ sequence was 

Detailed Description Text (59) : 

Samples to be analyzed by chemical cross-linking to .sup 125 I-ATP were so 

single roui of t^t^llZil/X "JUT, a oT" Sl'SSLS S^SSS 

PH 8.1, and clarified by addition of 0.25% CHAPS (final concentration) Tris/HC1 < 
Detailed Description Text (61) - 

Slel d tfclT Y rtl i0 ^ Wit ? N : G1 y canase (Genzyme) was performed according to 
were^he foSSSJg 0 08%" SdI 0 afS^-S' 1 ^" ^glycosylation^tep 
irit^n X-100; s^Vi™ ^nantnroSn^ ^^L^^ »•» 

Detailed Description Text (63) • 

experiment using non- labelled DFP-u-PA or ATF as the lio3 f!^ cross -linking 
Detailed Description Text (67) : 

^S^-^'S'ligSTtSS^r 1 wSiS% h ChemiCa J e "—^»S assay, using 
^ef SmplTj 0 -^ ^ i-^S^SSS 2?£ fiSS J.SS 

"nefl-? K i'contrast^t^e^deoraSed ^ ^V^^ in the "Sf" 
conjugate- i e the ai«'f-« f 9 ? * s ^ples showed an approx. -30 kD cross-linked 

the detergent phase (not shown). cor ™ B ponding to intact u-PAR partitioned into 
Detailed Description Text (69) • 

(i r nC bel S ow n ;otm° nlY - dete f U " PAR fragment in the molecular weight 

tested was a ?6 2) D S ^ ? ch ^ otr yPsin in the concentration range 
binding activity ole^S ^teTc^f? "J" 1 f Size f ° r the fra 9ment with 

u-PAH, 9 the ligand MndTng* fragmen^rov f hyirophili? ' Jftne^ritS 1 ? ?if 6 ^ 
suggesting that this fragment does not include ?he dLcJlgJycifoTTart'of ST"' 
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protein (see Example 4). The deglycosylation experiment showed that the ligand 
finding fragment is glycosylated and suggested that the polypeptide part of the 
fragment comprised only 6-10 kD, corresponding to approx. 50-90 amino acid residues. 

Detailed Description Text (76) : 

The library was screened with synthetic oligonucleotide probes made on the basis of 
amino acid sequence data from purified receptor protein (Tables 4-5) . The meltina 
temperatures were calculated from Lathe, J. Mol. Biol. 183: 1-12, 1985. The equation 
used was modified from: 

Detailed Description Text (79) : 

The hybridization conditions were then further tested in pilot experiments to 
maximize the signal to noise ratio. Briefly, nitrocellulose filters containing DNA 
from the plasmid library were hybridized to the end-labelled oligonucleotide probe 
at various temperatures and salt concentrations (all within the range calculated 
the < su P ra >;. The filters were produced according to Grunstein and Hogness 
("Colony hybridization: A method for the isolation of cloned DNAs that contain a 
specific gene" Proc Natl. Acad. Sci . USA 72: 3961, 1975). The hybridization 
conditions to be used for the screening were chosen as the ones giving the minimum 
amount of background hybridization. In Table 3, the amino acid sequence derived frm 
a preliminary amino -terminal sequencing of purified u-PAR (see Example 1) and the 
derived oligonucleotide sequence are presented. 

Detailed Description Text (81) : 

Initially, the plasmid library was screened with the N-terminal probe usinq the 
procedure of Crunstein and Hogness (supra) . The detailed procedure is described 
below. Several positive clones were found but after the third rescreening, only one 
remained. The purity of the clone was checked and DNA was prepared from it (see 
large scale DNA preparation below) . The DNA was digested with several different 
restrictions enzymes, and a map of the restriction sites found in the clone was 
constructed (see procedure in Maniatis et al., Molecular Cloning: A Laboratory 

? Prin9 Harb ° r Laboratory, 1982) . The insert was further analysed y b DNA 
sequencing (see procedure below) . The clone was able to code for 7 out of the 8 
amino acids in the N-terminal peptide used to construct the 24-mer probe The 
sequence in the probe starts with an A whereas the clone had a T in this 'position 
resulting in the substitution of Cys for Met. The clone was thus isolated by 
specific hybridization but could not code for the correct peptide. 

Detailed Description Text (99) : 

The complete sequence of one of the isolated clones (p-u-PAR-l) was obtained on 
double-stranded DNA in both orientations using commercial primers for pEMBL18 (M13 
primers) and internal synthetic primers (see above) . The sequence is shown in 
ttTtT 0 • in I Detailed . Description of the invention. The restriction map and 
the sequencing strategy are illustrated in FIGS. 7A-C. The cDNA clone is 1364 
i«S It i lo ?9 from the 5 ' end to the beginning of the polyA stretch. At the 5- 
end 46 nucleotides precede the first ATG codon which is followed by a 1005 
nucleotides sequence with an open reading frame, ending with a nonanucleotide 
«S«? XD ?i. tW ° XI \ frame stop codons. 312 nucleotides of 3' untranslated sequence 
X f j ! t ir /\ S , tOP COd ° n fr ° m thS P ° lyA sequence. The assignment of the 

tn?^,- 4 ? 33 , the translation start site agrees with the consensus for 

S n fSroSZ ( "l?" d ^ scussed above - T ^ translated sequence starts 

£ef?ne I sequence which conforms to the rules for the signal peptide (von 

rpsiU ' !V 1 ^ove). The putative signal peptide is followed by 313 amino acid 
residues. The sequence shown in Sequence (1) was compared with the initial amino 
terminal sequence (FIG. 7A) , and it was observed that in fact the original sequence 
nr^? e H 3 " e w r . at Position 6 (Asn instead of Cys) which, however,^ not ^ 
prevent the isolation of the right cDNA clone. This is in fact proven by the 25/26 
matches of the sequence derived from the cDNA with the definitive N-terminal protein 
sequence (see Example 1) determined in the course of this study after P 
w^r ethyla 5 i0 ?. a ^ electr oblotting of the purified protein [the region of 
will wfL^Tt* ^ in „ BeqUe ? Ce calculated amino acid content agrees 

well with the one measured on the U937 protein (see Example 1) . Also the calculated 

^iT^e'lV: a9rSeS Wlth mi9rati ° n ° f ^ ^lycosySe^ 1 "^ 
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Detailed Description Text (100) : 

The human u-PAR is a relatively small protein of 313 amino acid residues. The amino 

acid sequence contains five potential N-linked glycosylation sites, in agreement 

with the high level of glycosylation of the protein (see Example 1) . Starting at 
amino acid position 282, a sequence of 21 hydrophobic amino acids flanked by 
arginine residues may represent a membrane spanning domain of the u-PAR (FIG 7C) 
At the C- terminal (possibly intracellular) side of the presumptive membrane- spanninq 
segment, the arginine is followed by 9 additional hydrophobic amino acids endinq 
with a carboxy- terminal threonine. Because of the high hydrophobicity of the ten 
carboxy-termmal residues, u-PAR may contain no intracytoplasmic domain at all i e 
also the carboxy- terminal 10 residues may be buried in the membrane. The sequence 'of 
the carboxy-termmal about 30 amino acid residues would also be compatible with a 
signal peptide for glycolipid-anchored, phospholipase C-sensitive membrane 
attachment (Ferguson and Williams, 1988). The u-PAR is a slightly acidic protein (6 
net acid charges), is very rich in cysteine, rich in glycine and leucine, and poor 
in lysine . The u-PAR is also rich in serine and threonine residues, which might 
indicate 0-linked glycosylation (Russell et al . , 1984). However, deglycosylation and 
sugar composition studies indicate that the receptor contains only N-linked 
carbohydrates (see Example 1). 

Detailed Description Text (102) 

Further studies of the u-PAR amino acid sequence revealed that the entire 
extracellular portion of the molecule is organized into three homologeous cysteine 
rich domains (1-92, 93-191, and 192-281) as follows: 

Detailed Description Text (103) : 

( Amino acid residues that are identical in at least two of the repeats are indicated 
italics onlyf n9 ltallcs while conservative substitutions are indicated with 

Detailed Description Text (129) : 

Receptors are anchored at the plasma membrane by a stretch of hydrophobic amino 
acids (the trans -membrane domain) or through a glycolipid anchor. Most integral 
membrane proteins have a single trans -membrane domain, although cases have been 
described of multiple trans -membrane domains. In many cases, the trans -membrane 
domain is present in the middle of the protein sequence, i.e. between the carboxy 
terminal portion (generally intracellular) and the amino terminus (generally 
extracellular, containing the binding site for the ligand in the case of most 
receptors) . A carboxy- terminal hydrophobic region is also a signal for 
glycolipid-anchor processing. 

Detailed Description Text (130) : 

The available information on the structure of the u-PAR indicates that it is a 
protein of about 35,000 daltons, i.e. about 330 amino acids . 

Detailed Description Text (131) : 

An amino acid sequence compatible with both a trans -membrane domain and a glycolipid 
anchor signal is present at the carboxy terminus. 

Detailed Description Text (132) : 

In order to produce a soluble receptor, it is necessary to modify the protein in 
such a way as to eliminate the hydrophobic, membrane -spanning domain or the 
glycolipid anchor signal, while retaining both the signal sequence for secretion and 
the extracellular, ligand-binding portion of the u-PAR. To this end, two 

ac??s r h^°hL!! aV ?' been . m ^- In ° ne -° f thSSe ' the ^boxy-terminal 8 last amino 
acids have been eliminated by inserting a stop codon at the unique PFLM-1 site o f 

normal u^pS NA ' ^ foll ° wing se S uence depicts the carboxy-terminal region of the 
Detailed Description Text (137) : 

™t™ *n d T 5°\ a ?" PAR molecule endin 3 Arg Leu and thus missing the last 8 

amino acids (mutant p-u-PAR-PFLM-1) . This clone has been deposited as plasmid DNA in 

Federaf pSub^r'H ^ Mikroor 9anismen, Mascheroder Weg lb, D-3300 Braunschweig 
Federal Republic of Germany, on Mar. 27, 1990, in accordance with the provisions of 
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the Budapest Treaty for the International Recognition of the Deposit of 
D^?86f aniSmS Purposes of Patent Procedure, and has received Accession No. 

Detailed Description Text (138) : 

p-u-PAR-PFLM-1 clone has been transfected into LB 6 cells as described above and its 
expression compared with that of wildtype p-u-PAR-1 cDNA. As shown in FIG. 11 this 

«t!SiJT e £ eS a i r PA ? m ° lecule that is P artl V recovered in the medium and partJy 
retained in the cells. In fact, cross-linking to iodinated ATF shows a single band 
E^amnL if 1U Th an ? ° ^ J" the . Triton X-114 extract (prepared as described in 
Example 1) The lower molecular weight band corresponds to a molecular weight of the 
non-glycosylated u-PAR. Only the high molecular weight band is present on the cell 
surface (see below) The data presented in FIG. 11 indicate tha? approximately to 
the e cen. mU Pr ° tein " Pr8Sent ln the mediUm With reSpeCt to w ^ i S retained in 

Detailed Description Text (139) : 

A second mutant has been prepared in which the carboxy- terminal 36 amino acids have 
been deleted from the u-PA receptor, thus leaving a protein with no trans memb rane 
and no glycolipid anchor domain. To obtain this mutant, oligonucleotide-directed 
Tnc^T 13 T r P i° f yed ' USing thS SySt6m c °-«mercially available from Amersham, to 
whfrh EC °™u Slte \ T ° thiS Cnd ' the foll ° w ing oligonucleotide was used 
which hybridizes to the nucleotides 935-952 of the u-PAR cDNA sequence: 

Detailed Description Text (147) : 

Acetylcholinesterases from human and bovine erythrocytes, phospholipase A sub 2 from 
D^froTcir 3 my ^ ir \ bas i c ?^ein from bovine brain^ere fro/sigS PhSspnoiipase 
cereSs di llr) P h ° s P ha ^dylinositol -specif ic phospholipase C from Bacillus P 
om» !■ (P ^ PL ^ were from Boehrmger Mannheim. u-PAR was purified from 
PMA- stimulated U937 cells as in Example 1. Active human u-PA was purchaged from 
Serono and was DFP-inactivated as described (Nielsen et al., 1988); the amino 
terminal fragment (ATF) of u-PA was a kind gift from Dr. G. Cassani (LePetJ? 

3 ^ ' ?^ U ~ PAR «J OTP-inhibited u-PA were radio-labelled as described (Nielsen 
et al., 1988) except that 0.1% (v/v) Triton x-100 was replaced by 0.1% (w/v) CHAPS 
in the case of u-PAR and by 0.01% (v/vT^een 80 in the case of ATF and DFP -u-PA 
del^Seo^nlxSre 1 ?? 91 antib ° dieS against human was carried out as 

Detailed Description Text (151) : 

Sl 0 "!^ 6 Was P^ r f ormed as described in Example 1. Prior to metabolic labelling 

human U937 cells (5 . times . 10 . sup . 7 cells/dish) were PMA- stimulated (150 nM) for 5 

hours in order to increase expression of u-PAR. For labelling with [.sup. 3 

Hj etnanolamine and [.sup. 3 H]myristic acid the cells were cultured in RPMI 1640 

J: ™: f-le labelling with myo-[.sup.3 H] inositol was performed in EagS ■ s minimum 

essential medium. Both media were supplemented with: 2 mM L-glutamine, I mM 

f 4 "f Tt ta/Jt 0 *^ T/fnlt niC i llin> . 25 - mU - 9/ml st -Ptomycin, 25 M 'hef£ (pH 
7.4), 0.5 mg/ml defatted BSA and 4. times, normal concentration of non-essential 

oTg HE PES ' (ii^T 3 "5" ? ddSd fr ° m St ° Ck Solutions ™ 25 mg/ml defatted BSA, 
meiaboffr "Nf 1 *^ concentr ation of 0 . 1 mCi/ml in 10 ml media and 

metabolic labelling was allowed to proceed for 15 hours at 37 deqree C 

iSSjt.'iSr?-*-'- Fina "- detergent -phase ' S^pSSS ' as 

Detailed Description Text (154) : 

Trie ine-SDS- PAGE and Amino Acid Analysis 

Detailed Description Text (156) : 

I h ^^° maSSi ^ Stained !T PAR WaS P re P ared for amino acid analysis by acid hydrolysis 
2m ^ 7 ? ^ hS excised PVDF-membrane at 110. degree. C. in 100 .mu 1 of rediitiKed 

^ C1 .^ C l U ? ln9 °-° 5% (W/V) P heno1 and 5 • mu " 1 °f 1% (w/v) DTD PA in 2 M NaOH as 
acid 1 ^? (P1 ° Ug 6t a1 ,' 19 l 9) ■ Amino acid anal y sis — Performed on" I WatS amino 

k 3 Y ^ r '^ q, f lPPed Wlth o-Phtaldialdehyde derivatization essentially as 
described (Barkholt and Jensen, 1989) . However, the chromatographic system was 
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modified slightly to increase resolution of basic amino acids . Elution was still 
performed by a pH-gradient resulting from mixing two non-halide buffers A and B (for 
composition see Barkholt and Jensen, 1989) , but the gradient consisted of the 
following linear segments: initial eluant 100% A, 88% A and 12% B at 15 min 60% A 
and 40% B at 24 min, 55% A and 45% B at 26 min, 50% A and 50% B at 36 min, 30% A and 
70J3 at 40 min, 25% A and 75% B at 64 min, 100% A at 65 min and 100% A from 65 to 70 

Detailed Description Text (158) : 

SDS-PAGE, chemical cross-linking with disuccinimyl suberate (DSS) and an analytical 
detergent phase separation was performed with Triton X-114 as described in Example 

Detailed Description Text (161) : 
Amino Acid Analysis of Purified u-PAR 

Detailed Description Text (162) : 

Amino, acid analysis of the purified u-PAR (see Example 1) revealed the presence of 
an unidentified compound in the acid hydrolysate that reacted with o-phtaldialdehyde 
and eluted just after ammonia during cation-exhange chromatography (FIGS 12A-12B) 
A similar peak was observed when u-PAR was purified from non-stimulated U937 cells' 
(2 times. 10. sup. 10 cells), but otherwise treated identically (data not shown) This 
unknown compound behaved as a covalent constituent of u-PAR, as it persisted within 
the purified protein despite boiling it in 2% SDS followed by Tri cine -SDS-PAGE and 
electroblottmg onto a 0.45 .mu.m polyvinyl idene diflouride (PVDF) membrane in the 
presence of 10% (v/v) MeOH. Furthermore, the compound was a specific constituent of 
the Coomassie stained u-PAR, as it was absent, when appropriate pieces of 
PVDF -membranes just above and below the protein stained area were excised and 
prepared for amino acid analysis by the same procedure (FIG. 12B) . In addition 
several stained proteins and peptides previously analyzed by this approach did 'not 
reveal the presence of this particular component (Ploug et al., 1989). 

Detailed Description Text (163) : 

For amino acid analysis in this study, a special gradient was designed for the 
cation-exchange chromatography that allowed an increased resolution of common as 
well as various uncommon, basic amino acids without impairing reproducibility of 
their retention times (see Materials and Methods section) . By this method the 
unidentified compound in u-PAR reproducibly eluted after 55.3 min, between ammonia 
(53.5 min) and argmine (60.8 min). As various physiological occurring arginine 

derivatives are expected to possess approx. similar retention times, several 

methylated arginine derivatives were tested, including: N. sup . w,N. sup w 
-dimethylarginine (53.8 min), N.sup.w, N'.sup.w -dimethylarginine (54.4 min) and 
N.sup.w -monomethylarginine (58.6 min). None of these retention times were in 
agreement with the one observed for the unidentified compound in u-PAR However 
when authentic ethanolamine was tested, it showed exactly the same retention time as 
that for the unidentified compound. Furthermore, upon hydrolysis of both human and 
bovine erythrocyte acetylcholinesterases, a compound with this retention time was 
also observed, whereas it was absent in the hydrolysate from e.g. myelin basic 
protein Acetylcholinesterases isolated from erythrocytes contain ethanolamine as a 
covalent constituent in a glycolipid membrane anchor, while myelin basic protein 
posseses a partly methylated arginine residue. It is therefore concluded that u-PAR 
does contain ethanolamine, covalently linked to the protein by acid labile bonds 

?' 6 ^ er °f de bonds) • Quantitative analysis of the data in FIG. 12 shows that 
each u-PAR molecule contains 2-3 ethanolamine residues (see also Table 5). 

Detailed Description Text (171) : 

When purified u-PAR was subjected to detergent -phase separation by Triton x-114 it 
almost quantitatively partitioned into the detergent phase, as assessed by 
^ SS "i 1 ? 119 t0 ' - sup - 125 I-labelled ATF (FIG. ISA) , thus demonstrating the very 
hydrophobic properties of the receptor. Incubation with PI-PLC altered the 
*lt r Z? h ° blcifc y of .the u-PA binding protein substantially, as more than 50% of the 
ATF-binding activity was now recovered in the aqueous phase (FIG. 15B) . It proved 
impossible to achieve a higher level of this conversion in the purified u-PAR 
Pr ^? a ^ t:L ? n b y. incr f asin 9 the concentration of PI-PLC. These data are in accordance 
with the fraction of cell associated u-PA which had been released in the previous 
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experiment by PI-PLC treatment of intact PMA- stimulated U937 cells (FIG 13) This 
finding may indicate that a partial resistance (approx. 50%) against bacterial 
^ T "^ LC i 8 „? 3 enuine feature of the u-PAR population in vivo. Other phospholipases 

and PLA.sub.2) did not induce any significant change in the hydrophobic 
properties of the purified u-PAR (FIG. 15C) . 

Detailed Description Text (176) : 

fr T d f mons frating the presence of approx. 2 mol ethanolamine/mol u-PAR (FIGS 
12A-B and Table 5) , amino acid analysis revealed additional information about 
potential post-translational processing of this membrane receptor. When the 
calculated amino acid composition for the purified u-PAR was compared with that 
predicted for the nascent protein from cDNA sequence, several reproducible and 
significant discrepancies arose (Table 5). In particular, the actual determinations 
of Ala and Leu were too low, whereas those of Tyr and Phe were too high (Table 5) 
Interestingly, however, it was possible to bring the calculated and the predicted" 
ammo acid compositions into perfect agreement provided that the last 29-31 
COOH-terminal residues were removed during some posttranslational event (Table 5) 
Thus, on the basis of the determined amino acid composition and the 
accuracy/precision normally obtained for this equipment, it is assumed that there 
exists a COOH- terminal processing site in u-PAR. According to this model, processing 
is expected to occur at one of the residues Ser.sub.282, Gly.sub.283 or Ala sub 284 
--as indicated in FIG. 16. 

Detailed Description Text (193) : 

The effect of PMA on production of u-PAR protein was studied by cross-linkinq 
experiment, .sup. 125 I-labelled aminoterminal fragment (ATF) of the urokinase were 
chemically cross linked to the detergent phase of phase -separated Triton x-114 
extracts prepared from U937 cells treated with PMA for different time periods. FIG 
18 shows a weak signal of .sup. 125 I -ATF cross-linked to the u-PAR in control U937' 
cells After increasing time of PMA treatment both an increase in the strength of 
signal and a change to a lower electrophoretic mobility was seen. 

Detailed Description Text (215) : 

Human fibrosarcoma cells (HT-1080, CCL 121) were obtained from the American Type 
Culture Collection, Rockville, Md. Confluent cell layers were grown in plastic 

^ cm - su P- 2 <• F1 <™ Laboratories) in Eagle -s minimal essential medium 
(MEM) supplemented with 10% heat -inactivated (56. degree. C. for 60 minutes) fetal 
calf serum (Gibco) , 100 IU/ml penicillin and 50 .mu.g/ml streptomycin. After 
reaching confluence, the cells were rinsed three times with MEM containinq 0 2% 
boyine serum albumin (BSA) , then changed to either serum-free medium (0 5 ml) or 
medium containing 10% heat-inactivated and plasminogen-depleted (i.e. absorbed with 
Exampl es^ pharmacia ' Uppsala, Sweden) fetal calf serum as indicated in the 

Detailed Description Text (217) : 

Human plasminogen (with glutamic acid N- terminal) was prepared by affinity 
chromatography on lysine -Sepharose (Deutsch, D. G . , and E. T. Mertz, "Plasminogen- 
Purification from human plasma by affinity chromatography", Science 170: 1095-1097 
1970) from freshly separated, unfrozen human plasma pretreated with 10 mu M 
p-nitrophenyl guanidinobenzoate, 1 mM phenylmethylsulfonylf luoride and 0 1 mu q/ml 
ot an anti-catalytic murine monoclonal IgG antibody to human t-PA (ESP-2 • see 
MacGregor, I. R. et al., "Characterization of epitopes on human tissue plasminogen 
ff^T r rec °9 nised b y a group of monoclonal antibodies", Thromb. Haem. 53- 45-50 
1985); American Diagnostica, Greenwich, Conn.). 

Detailed Description Text (218) : 

Inhibition studies made use of the following reagents added to cell cultures- an 
anti-catalytic murine monoclonal IgG antibody to human plasmin (anti-plq l 20 
^mu.g/ml; see Sim, P-S. et al . , "Monoclonal antibodies inhibitory to human' plasmin: 
definitive demonstration of a role for plasmin in activating the proenzyme of 
urokinase -type plasminogen activator", Eur. J. Biochem. 158- 537-542 1986)- 
aprotinin (Trasylol, Bayer, Leverkusen, FRG; 200 KlU/ml) ; tranexami c ' acid ' 
(Cyclokapron, Kabi Vitrum, Stockholm; 10 .mu.M and 100 .mu.M) ; human type -2 
Plasminogen activator inhibitor minactivin (see Golder, j. p. et al "Minactivin- A 
human monocyte product which specifically inactivates urokinase- type ' plasminogen ' 
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activators", Eur. J. Biochem. 136: 517-522, 1983), PAI-2 purified from cultures of 
human u-937 histiocytic lymphoma cells (see Leung, K-C. et al . , -The resistance of 
fibrin-stimulated tissue plasminogen activator to inactivation by a class PAI-2 
rn hlb ^°r ( minactivin)« Thromb. Res. 46: 755-766, 1987) titration equivalent of 3 6 
IU u-PA/ml; an anti -catalytic murine monoclonal IgG antibody to human u-PA (clone 2 
(10 mu.g/ml) in Nielsen, L. S. et al . , "Enzyme -linked immunosorbent assay for human 
urokinase -type plasminogen activators and its proenzyme using a combination of 
monoclonal and polyclonal antibodies", J. Immunoassay 7: 209-228 1986)- the 
anti -catalytic monoclonal antibody to human t-PA (10 .mu.g/ml); a neutralising 
murine monoclonal IgG antibody to human PAI-1 (Nielsen, L. s. et al . , "Monoclonal 
antibodies to human 54,000 molecular weight plasminogen activator inhibitor from 
fibrosarcoma cells--mhibitor neutralization and one-step affinity purification" 
Thromb. Haem. 55: 206-212, 1986) (10 .mu.g/ml) and diisopropyl f luorophosphat'e ' 
(DFP) -inactivated u-PA (0-10 .mu.g/ml). 

Detailed Description Text (220) : 

Active two-chain u-PA (Ukidan, Serono) was dissolved in 0.1 M Tris-HCl pH 8 1 0 1% 
Tween 80 (Tris/Tween) . A freshly prepared solution of 500 mM DFP (Sigma) in 
isopropanol was added to yield a final DFP concentration of 5 mM. After thorough 
mixing, the sample was incubated for 2 hours at 37. degree. C, after which period 
addition of DFP was repeated as above. After renewed incubation for 2 hour/at 
3 7. degree. C the reaction was terminated by thorough dialysis at O.deqree C 
a 9 ai *st T ris/Tween No residual DFP inhibitor could be detected when thl preparation 
was tested in an activity assay of soluble urokinase. ^ 

Detailed Description Text (224) : 

SnJf^ 1 f Ure s ^ ernatants were assayed for pro-u-PA and active u-PA by the following 
TS^f m 911 immunoca P ture ™ethod (Stephens et al., 1988; Stephens et al . , 

1987) Microtitre wells of polystyrene immunoplates (type 269620, A/S Nunc 
Roskilde, Denmark) were coated overnight at 3 7. degree. C. with 50 mu 1 of 'a 
Th: U ™^° f 9 °f\ l9G antibodies to human u-PA (cat. # 398, American Diagnostics). 

9 B) AfJer ItlTiT fT*^ 2 ' 5 - mU - 9 ° f IgG P6r ml ° f °' 1 M Sodium carbonate (pH 
9.8). After rinsing, the wells were treated with conditioned medium (50 ml) for 2 

™? of" fl^^- °-' * h Z n rinSSd again - Half the wells were then treated with 50 
mu.l of freshly prepared 2 .mu.M p-nitrophenyl guanidinobenzoate (NPGB Sigma) 

in on™ ' K '\ a u d J- Rei ° h ' ,,plasmin °gen activator from cells transformed by 

566 ItTlSl V l97^"f 5n t0rS f activator taction", Biochim. Biophys. Acta * 

566. 138-151, 1979) for 20 minutes at 37. degree. C. The other half (controls) 
received 50 mu.l of rinsing buffer (0.05% Tween 20 in PBS). After rinsing, u-PA was 
assayed in all the wells by addition of 40 TiuTT of plasminogen solution U00 
x ?nn n i2 as * a Y buff * r consisting of 50 mM sodium glycinate (pH 7.8), 0.1% Trito n 
I2r°^r-'l* 9elatl ? and 10 f m 6-aminocaproic acid which also contained a verylo^T 
3? 1! T ^.P lasmin i 10 ng/ml)), and incubation took place for 30 minutes at 
"ffc ?A This concentration of plasmin in the plasminogen incubation was 
sufficient to enable full realization of the potential activity of pro-u-PA (cf 
Petersen et al. 1988) The plasmin produced by this incubation was assayed by its 
thioesterase activity (Green, G. D. G. , and E. Shaw, "Thiobenzyl 
benzyloxycarbonyl-L-lysinate, substrate for a sensitive colorimetric assay for 

ir^l en ^T meS "' A"? 1 ; Biochem. 93: 223-226, 1979) by the addition of 200 

Triton X ion Sn 1Cn co ^^ 2 °\™ V otassi ™ Phosphate (pH 7.5), 200 mM KC1, 0.1% 
Strf^ J ', 2 - mU - M Z " 1 y sine thiobenzyl ester (Peninsula Laboratories, Belmont 
Calif.) and 220 .mu.M 5 , 5 ■ -dithiobis (2 -nitrobenzoic acid) (Sigma). This mixture was 
S b ; e n ° r 30 minutes at 37. degree. C, and the absorbables of tne we"s were 
5olL riiffT ? ^ U " PA 6 °' 000 IU/m9) WaS Phased from Calbiochem-Behring (La 
Amer?can a DifgnoScr°" U " PA < P ° tential aCtivi ^ ".000 lU/mg) was obtained from 9 

Detailed Description Text (225) : 

as^v^nV^ aCtiVe u ; P \ bound to the cell layer were recovered for immunocapture 
culture w e ^ e ,r me m ?f 33 USSd in the met abolic labelling (see above) ? Each 

ure 1 Y ell J 2 1 cm - su P- 2) was elu ted with 150 .mu.l of acid glycine at pH 3 
(Stoppelli et al., 1986). For conditioned medium and cell-bo und u-PA the u-PA 
activity assayed after NPGB treatment was expressed as a percentage of the total 
nro III obtain * d wl thout NPGB treatment, and this percentage use! as an index of 
pro-u-PA content (pro-u-PA index) . The conditions used for the NPGB treatment were 
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previously established (Stephens et al . , 1988) to allow selective inactivation of 
active u-PA, while leaving the pro-u-PA unchanged and still able to be activated 
the added plasrain to the same extent as untreated pro-u-PA. 



Detailed Description Text (228) : 

Plasmin bound to the cell layer was recovered and assayed as follows. After harvest 
of culture medium, the cells were rinsed three times with PBS (plasmin assays of 
further rinses were negative) ; then the bound plasmin was specifically eluted 
(Miles, L. A., and E. F. Plow, "Binding and activation of plasminogen on the 
platelet surface », J. Biol. Chem. 260: 4303-4311, 1985) with a solution of 1 mM 
tranexamic acid in the same rinsing solution (150 .mu.l/well). Plasmin activity was 
assayed in eluate samples (50 .mu.l) as above with an incubation time of 3 hours at 
37. degree. C. Tranexamic acid at 1 mM had no effect on the thioesterase activity of 
plasmin in these assays. 

Detailed Description Text (231) : 

After addition of purified preparations of human plasminogen to cultures of human 
fibrosarcoma cells (HT-1080) growing in a medium with 10% plasminogen-depleted fetal 
calf serum, plasmin activity could be recovered as a bound fraction from the cell 
layer. Upon varying the concentration of added plasminogen, the bound plasmin 
activity increased in a dose -dependent manner (FIG. 22). The binding was specific so 
that after rinsing of the cells with isotonic buffer, the plasmin could be released 
b X 1 I* 1 tranexamic acid. This agent disrupts interactions with plasminogen or 
plasmin which involve the lysine affinity sites of the heavy-chain kringles (Miles 
supra) . The plasmin released from HT-1080 cell surfaces was conveniently measured by 
its thioesterase activity, a method which was unaffected by the presence of 
tranexamic acid. Some plasmin activity was also detected in the medium At a 
concentration of 40 .mu.g/ml human plasminogen added to 0.5 ml of medium above a 
confluent 2 cm. sup. 2 cell layer, activity corresponding to 28 ng of plasmin could be 
recovered from the cell layer with tranexamic acid, while 10 ng was measurable in 
the medium after 3 hours of incubation at 3 7. degree. C. This concentration of 
plasminogen is well below the 200 .mu.g/ml present in normal human plasma. 

Detailed Description Text (234) : 

Incubation of cells carrying plasmin with fresh serum-free medium showed that 
approximately 40% of the activity remained bound after 2 hours at 37 degree C 
(FIGS. 24A and 24B) When the cells were incubated in 10% serum- containing medium, 
the same fraction (40%) of this activity could be recovered from the cells- the 
bound plasmin was not inactivated by the serum. However, only about 11% (compared to 
f for serum -free medium) could be detected in the serum-containing medium (FIG. 
24B). When lmM tranexamic acid was added to the serum-containing medium, no plasmin 
activity could be recovered from the cells (FIG. 24A) . 

Detailed Description Text (245) : 

To Prevent the interference of PAI-1, the neutralizing PAI-1 antibody was therefore 
included in the next experiment in which the effect of the plasmin inhibitor 
aprotinm and the effect of an anti-catalytic monoclonal antibody to human plasmin 
on the conversion of pro-u-PA to active u-PA were studied. As shown in Table 7, both 
tv.l S t ^ nh ^ ltor V nc ffased the relative amount of pro-u-PA, thus demonstrating that 
the activation of cell -bound pro-u-PA was catalyzed by plasmin. To study whether 
this was an effect of cell-bound plasmin, the effect of tranexamic a cid in a 
concentration of 100 .mu.M was also tested, which concentration completely inhibits 
binding of plasmin to the cells, but does not affect the ability of plasmin to 
activate pro-u-PA in solution (R. Stephens, unpublished results). This treatment 
markedly decreased the relative amount of active u-PA, indicating that the 
activation of the cell surface pro-u-PA is catalyzed by the surface-bound plasmin. 

Detailed Description Text (246) : 

The following additions were made to cell layers growing in MEM medium (0.5 ml) 
containing 10% heat-inactivated and plasminogen-depleted fetal calf serum: native 
^f\?i aSmin0 ? e ^ (P1 9'. 40 -niu.g/ml); anti-catalytic monoclonal antibody to human 
™t , ,1 • • mu -? / ml) ' anti-catalytic monoclonal antibody to human t-PA (10 .mu.q/ml) • 
PAI-2 (titration equivalent of 3 . 6 UI u-PA/ml) ; anti -catalytic monoclonal antibody 
to human plasmin (20 .mu.g/ml); aprotinin (200 KlU/ml) ; tranexamic aci d (TA, as 
shown) . The cultures were incubated for the times shown before assay of cell -bound 
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plasmin. The incubation with plasminogen was used as the 100% control for bound 
plasmin . 

Detailed Description Text (248) : 

Confluent cell layers were incubated for 2 hours at 3 7. degree. C. with MEM medium 
(0.5 ml) containing 10% heat-inactivated and plasminogen-depleted fetal calf serum 
witn the following additions: native human plasminogen (Pig, 40 mu g/ml) • 
neutralizing monoclonal antibody to human PAI-1 (10 .mu.g/ml) ; aprotinin (200 
KlU/ml) ; anti -catalytic monoclonal antibody to human plasmin (20 .mu.g/ml); and 
tranexamic acid (TA ( as shown). Half the wells were then treated with aprotinin (200 
KlU/ml) and used for assay of bound u-PA and its pro-u-PA index. The other half were 
used for elution and assay of bound plasmin. 

Detailed Description Text (256) : 

Binding assay. Before binding, U937 cells were incubated for 1 hour at 4. degree C 
in RPMI 164 0 medium supplemented with 0.1% bovine serum albumin and 50 mM Hepes ' (pH 
7.4) . The cells were then acid-treated in 50 mM glycine -HCl, 100 mM NaCl (pH 3) for 
? n r n li t f T S ^ t , 4 - degr ? e - °- and <* uickl y neutralized with half a volume of 0.5 M Hepes, 
100 mM NaCl ( P H 7.4). One million cells were then resuspended in 0.2 ml of binding 
buffer (phosphate buffered saline supplemented with 0.1% bovine serum albumin) 
containing lodmated ligands (about 50,000 cpm corresponding to 0.1 nM for ATF and 
0^05 nM for pro-u-PA and u-PA) and incubated for the indicated time at 4. degree C 
After binding the cells were centrif ugated and washed with cold phosphate buffered 
saline--0.1% bovine serum albumin. Non-specific binding was determined in the 
presence of 100 nM unlabelled u-PA. ~ * 

Detailed Description Text (258) : 

Amidolytic assay. u-PA activity was assayed by incubating 100 .mu.l aliquots of 
binding mixtures or supernatants of binding assays in 0.05 M Tris-HCl (pH 7 5) 40 
mM NaCl, 0.01% Tween 80, with 1 mM of the plasmin-specif ic substrate S2390 (Kabi 
Vitrum, Sweden) and 0.5 .mu.M plasminogen in a final volume of 0.3 ml The time 
dependence of the colour development was measured following the absorbance at 4 05 nm 
(Petersen et al . , 1988) . 

Detailed Description Text (270) .- 

Surprisingly, in the absence of PAI-1 in the binding mixture, two weaker bands with 
molecular weights of about 69 and 90 kD are detected. This background was dependent 
on the presence of the cells and could not be eliminated by different pretreatment 
of the cells. These bands were not retained on Sepharose 4B columns coupled with 
anti-PAI-1 igG. This is in contrast to the complexes found on cells after incubation 
with preformed PAI-l/u-PA complexes which, as expected, could be isolated from the 
acid washes of cells by immunoaf f inity chromatography (data not shown). This is in 
agreement with the very low levels of PAI-1 in U937 cells (Lund et al 1988) The 
nature of the two contaminating bands, therefore, remains unknown and will require 
further investigation. They may represent complexes of receptor-bound u-PA with 
PAI-2 (Genton et al . , 1987) or with protease nexin-1 (Baker et al.. Cell 21- 37-47 
1980). ' 

Detailed Description Text (286) : 

Unlike the internalization of the nexin -protease complexes which are formed in 
solution and subsequently bind to the cells and are internalized via so far 
^characterized receptors (Baker et al., 1980), the u-PA:PAI-l complex is bound to 
the receptor itself (see Example 8) and subsequently undergoes internalization and 
degradation. This receptor, therefore, must alternate between two possible 
configurations: one in which it binds active u-PA and in which it dictates 
plasminogen activation on the cell surface; and another in which it binds the 
inhibited enzyme and in which it favours internalization and degradation of the 
ligand. This property could be exploited for internalizing toxins and thus 
specifically kill the cells that express the u-PA receptor, or by forcing the state 
analogues° eP ^ exposed) to an °ther, through PAI-1 or PAI-1 

Detailed Description Text (290) : 

Plasminogen was purified from fresh human plasma as previously described (Dan o 
slashed, and Reich, 1979), and was further separated into its two isoforms by' 
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elution from lysine-Sepharose with a linear gradient of 6-amino-hexanoic acid 
Plasminogen isoform 2 was used in all experiments described here. u-PA (M.sub r 
55,000) was obtained either by plasmin activation of pro-uPA (Ellis et al 1987) or 
as Ukidan (Serono) . Both preparations were greater than 95% high molecular' weight 
u-PA by SDS-polyacrylamide gel electrophoresis. The concentration of active u-PA in 
these preparations was determined by active-site titration with 
p-nitrophenyl-p-guanidinobenzoate (Sigma Chem. Co.). DFP-inactivated u-PA was 
prepared as described in Example 1. The murine monoclonal antibody to u-PA was clone 
2 from Nielsen et al . , 1986. Active PAI-1 was purified from the serum-free 
conditioned medium of Hep G2 cells by affinity chromatography on immobilized 
anhydro -urokinase (Wun et al., 1989). PAI-2 was purified from U937 cell lysates by 
chromatofocusmg as described (Kruithof et al., 1986). The concentrations of active 
inhibitor in the various PAI preparations were determined by titration against u-PA 
immediately before use in the kinetic experiments. PAI-1 or PAI-2 at varying 
concentrations between l nM and 100 nM were incubated with active-site titrated u-PA 
(20 mu.M) for 1 hour at 37. degree. C. in 0.05 M Tris, 0.1 M NaCl pH 7.4 containing 
0.2% bovine serum albumin. Residual u-PA activity was then measured by hydrolysis of 
0.2 mM Glu-Gly-Arg-AMC (Bachem, Switzerland). 

Detailed Description Text (351) : 

2) Reaction buffer: 0.1% bovine serum albumin+0.1% Triton X-100 in PBS (0 1% BSA 
0.1% Triton X-100/PBS) . ' ' 

Detailed Description Text (372) : 

6) Washing buffer: PBS+0.1% Tween 20, pH 7.4 (PBS/Tween 20). 

Detailed Description Text (3 93) .- 

5) PBS+0.1% Tween 20, pH 7.4 (PBS/Tween 20). 

Detailed Description Text (415) : 

Samples of purified human u-PA receptor (Example 1) were subjected to 
SDS-polyacrylamide gel electrophoresis under non-reducing conditions on a 6-16% 
gradient gel By the use of fluorescent molecular weight markers run in neighbouring 
lanes, the electrophoretic region corresponding to the antigen was excised. The gel 
piece was lyophilized and subsequently macerated in a Mikro-Dismembrator II 
apparatus (B Braun AG, Federal Republic of Germany). The polyacrylamide powder was 
reconstituted in Tris-buf fered saline, mixed with Freund's incomplete adjuvant and 
used for infection of a New Zealand white rabbit. The animal received 5 injections 
each containing approximately 3 .mu.g of the antigen, over a 10 week period, 
followed by a single 8 .mu.g injection after an additional 7 weeks. Serum was drawn 
1 week after the last injection, and IgG was prepared by Protein A-Sepharose 
chromatography. In order to remove antibodies against trace impurities in the 
injected antigen the antibody was absorbed by consecutive passages through columns 
containing immobilized human u-PA and the protein mixture constituting the Triton 
X-114 detergent phase from PMA-stimulated U937 cells (see Example 1), respe ctivel y 
The antibody preparation obtained did not inhibit the amidolytic or plasminogen 
activator activity of u-PA in solution. 3 

Detailed Description Text (418) : 

Western Blotting- -Samples of affinity purified u-PAR or detergent phase from Trito n 

X-114 extracts of PMA-stimulated U937 cells were subjected to SDS-PAGE under 

reducing conditions on 6-16% gradient gels. The gels were electroblotted onto 
™l°l U l* Se ^ hee ^- The she ets were rinsed and blocked with 30% fetal calf serum 
m Tris -buffered saline, pH 7.4. The sheets were incubated with mouse anti -u-PAR 
serum or control serum (i.e. mouse antiserum against porcine mucins), diluted in 
fetal calf serum in Tris -buffered saline. The sheets were rinsed, incubated with 
r^S arY f? tlbo <?y < al k alin e Phosphatase -conjugated rabbit anti-mouse Ig (Dakopatts, 
S:jS?"ii;.Sio? VelOPed nitr ° blUG tetraZ ° li -/^^-o-4-chloro-3-ind?lyl 

Detailed Description Text (426) : 

Rabbit polyclonal antibodies were prepared by immunizing a rabbit with 
h^ir^K H 61 material containing affinity-purified u-PAR that had subsequently 

• S ^ ec ed to Preparative SDS-PAGE. The IgG fraction was isolated from the Y 
obtained antiserum and absorbed by passage through columns with immobilized human 
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u-PA and immobilized membrane -protein mixture derived from PMA-stimulated U937 
cells respectively. The antibody recognized u-PAR in the Triton X-114 deteraent 
phase from PMA-stimulated U937 cells (FIG. 46A) . Thus, a p?oheiH in the 50 65 S 
range was recognized (lanes 1 and 2) which could be identified as being u-PAR bv the 
ability to form a 100-110 kD conjugate with DFP-treated u-PA after the performance 
of chemical cross-linking (see Example 1 for methods) (lane 3) . No staining was 
obtained with DFP-treated u-PA alone (lanes 5 and 6), and the cross-linking 
nr^r,^ 11 ^ of fc r e electr °P h °retic appearance of u-PAR when no DFP-treated 
u-PA was added (lane 2). In none of the samples was any band stained with the 
pre-immune IgG from the same rabbit, prepared in the same manner (FIG. 46B) . 

Detailed Description Text (431) : 

u-PA was dialyzed overnight against 0.1 M Na.sub.2 HCO.sub.3 with 0.1% Triton X-100 
N-biotin-hydroxysuccimmide was dissolved in N,N-dimethylformamide (5 m M) . To the ' 
u-PA preparation was added 0.1 .mu.l of this solution per .mu.g of u-PA and the 
reaction was allowed to run for 1 hour at room temperature. Excess labelling 
compound was removed by dialysis overnight against 0.1 M NaHPO.sub.4, pH 8.0, with 
0.5 M NaCl and 0.1% Triton X-100. H 

Detailed Description Text (432) : 

Cultured cells (PMA-treated U937) or cryostat sections of freshly frozen human 
chorion were treated for 3 minutes at room temperature with 0.05 M glycine pH 3 0 

S I L " n T^ liZed Wlth °- 5 M HEPES ' PH 7 - 5 With O' 1 M NacV^ncubated 

0 » ST (PBS BSaT ComLe>° f M ° tin r lated DFP-treated u-PA dissolved in PBS with 
u.i% bsa (PBS-BSA) . Competition experiments were performed by simultaneous 

l2 CU mu W1 blotin y lated DFP-treated u-PA (200 nM) and purified unlabelled u-PA 
Detailed Description Text (440) : 

Both assays were carried out in microtiter plates, using chromogenic substrates (see 

1 ' the cleavage of which was followed by measuring the absorbance at 4 05 nm in 
an ELISA reader. Proteolysis buffer (0.1 M Tris/HCl, pH 8.1, 0.1% Triton X-100) was 
TIL**, the / eac tion buffer and for the dilution of all samples. Affinity purified 
^JT^ Xample V*T S add6d aS indicated ° r substituted by a protein devoid 

k Tu e buffer compositon. Materials and methods not specified below were 
those described by Petersen et al. (1988). All samples were analysed in triplicate 

Detailed Description Text (442) : 

Human 54 kDa two-chain u-PA (Ukidan, Serono) was preincubated with u-PAR or buffer 

Li/ concentrations indicated for 15 min at room temperature. Plasminogen (10 
Sf! J * concentration) and H-D-Valyl-L-leucyl-L -lysine -p-nitroanilide 
dihydrochloride (Kabi product S-2251) , termed substrate SI below (final 
concentration 400 mu.M) were added in a final reaction volume of 250 .mu.l, and 

^If of * he s ^strate was followed during incubation at 37. degree. C. Standard 
curves were drawn from assays of the following final concentrations of u-PA: 8, 16 
32, 64, 128 and 256 pg/ml . ' 

Detailed Description Text (444) : 

P^n r nT P V aS P re i ncubated u-PAR or buffer for 10 min at room temperature. 

t 7 Hor-t V 9 ^- 31 concentra ti°n) was added and the samples were incubated at 
T'fn 9 ™* ?A A1 ^uots were taken after the following periods of incubation: l, 2, 
5, 10, 20, 30 and 60 mm. After the periods indicated, plasmin activity within each 

Each alT^nf ° PPed ^ tbe / ddition of Tras ylol (10 .mu.g/ml final concentration) 
Each aliquot was assayed for u-PA amidolytic activity by addition of 400 .mu M 

hC^oiv 1 ?° nC r t ^ t K° n) °5 L - p y r °9 lutam y 1 -g 1 y c y 1 -L^ar S mine-p-nitronanilide 

Sf S! ( **} ^°?V Ct j S : 2444; ^ 6rmed sub ^rate S2 below) in a final reaction 
volume of 200 .mu.l, followed by incubation at 37. degree. C. and absorbance 
measurement. The absorbance values were compared to a standard curve obtained with 

l^T Cent l atl ? nS ° f f* kDa tw °- chain U " PA (^idan, Serono) in the same assly of 
amidolytic activity, performed simultaneously and using the same buffer composition. 

Detailed Description Text (454) : 

BoSTLf M Uri f iSd U " PAR WSre treated with PI "PLC (500-fold final dilution of the 
Boehringer Mannheim preparation) for 3 0 min at 37. degree. C. This treatment led to 
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*^ OX ; 50% ^ de ii pi ^ a ^° n ° f U " PAR as ^ Ud 9 ed b V the shi ft of the ATF cross -linkinq 
Example 7 !? * ****** PhaSe in the Triton X114 P hase separation system (see 9 

Detailed Description Text (460) : 

M^M!' R ° blnson E A Ullrich S J, Stoppelli M P, Corti A, Cassani G, Blasi F 
(1987) The receptor-binding sequence of urokinase. A biological function for the 
growth-factor module of proteases . J Biol Chem 262: 4437-4440 



Detailed Description Text (465) 

Barkholt v Jensen A L (1989) Amino acid analysis: Determination of cysteine plus 

half-cysteine in proteins after hydrochloric acid hydrolysis with a disulfide 
compound as additive. Anal Biochem 177: 318-322 ae 

Detailed Description Text (472) : 

Bordier C (1981) Phase Separation of integral membrane proteins in Triton X-114 
solution. J Biol Chem 256: 1604-1607 iricon A 114 

Detailed Description Text (488) : 

Eaton D L, Scott R W Baker J B (1984) Purification of human fibroblast urokinase 
IZlTlll*. s^l^f 18 ° f re3ulati ° n ^ Pleases and protease nexin TbToI 

Detailed Description Text (505) : 

Hopp t P, Woods K R (1981) Prediction of protein antigenic determinants from amino 
acid sequences. Proc. Natl. Acad. Sci . USA 78: 3824-3828 rrom amino 

Detailed Description Text (531) : 

nl^n A ' Plow A F ( ' 986) T °P°9raphy of the high-affinity lysine binding site of 
plasminogen as defined with a specific antibody probe. Biochemistry 25: f926-J 9 ?3 

Detailed Description Text (533) : 

Morrissey J H ( Falhrai H, Edgington T S (1987) Molecular cloning of the cDNA for 
cas S c S ade fa Ce t ^'5^ e i2 C 9-i?5 lar ° f ^ "^L Se 

Detailed Description Text (536) : 

?,™ S c L ' ^ ijn ^ n . H R < pollen D, Holmes W E (1987) Characterization of recombinant 
S a ■ Cka t n urokinase -tyP^ Plasminogen activator mutants produced bT 
site-specific mutagenesis of lysine 158. J Biol Chem 262: 5682-5689 

Detailed Description Text (547) : 

NH°^nh M ; V' Barkholt v < 1989 > Determination of amino acid compositions and 

NH.sub.2 -terminal sequences of peptides electroblotted onto PVDF membranes from 
tricine-sodium dodecyl sulf ate-polyacrylamide gel electrophoresis: Application to 
peptide mapping of human complement component C3 . Anal Biochem 181: 33-39 

Detailed Description Paragraph Table (1) • 

£r1 ! cLe-li Ii ^ affinity purified u-PAR, determined after 

Tar sSp f S ; r uo b 1 ° Pi 9 /^ 3 ™ F membrane < and alkylation Asp/Asn 33.2 
xnj..tDup.a ^1.4 ber.sup.b 26.3 Glu/Gln . sup . c 43 2 Pro IT 4. m v o« o ai, o a ^ / 

Cys (Cm)) 28.4 Val 11.9 Met.sup.d 7.7 11S 6 . 7 Leu 26 . T^r Y Q Phe 5 7 His lT 8 'lvs 
11 1 Arg 20.0 Glucosamine . sup . e 30.8 .sup. a Corrected for a 5% loss durina Y 
hydrolysis sup. b Corrected for a 10% loss during hydrolysis sup s L 

stInd;rd m mixtu r r SSible H formation of Pyro -glutamic acid ' i^ amino Icid 

l^ttl - s ^?- d Erected for a 3 0% loss normally observed durinq 

hydrolysis" 313 "* bl ° ttin9 (35) ' Correct ^ for a50% loss during* 

Detailed Description Paragraph Table (2) : 

i^tifir^Ton^f 1 am ^ n ° acid sequence of u-PAR. Parentheses indicate an 

J classified as tentative. Question mark indicates no identification 

Where footnotes are present, they indicate the best guess. A. Direct seauenci™ of 
S^mE^S U " PAR aft6r dial V sis gainst 0.1 Macetic acid and lyophiiizat?on 
The initial yield was 70 pmol PTH-Leu at step 1. Note that direct sequencing does 



Record Display Form 



http://westbrs:8002^iiVcgi-bin/accum_q...TDBD&action=PRESENT&p_L=20&p u 



not allow the identification of cysteine residues. Res. no. 123456789 10 
Ammo acid Leu ? ? Met Gin ?.sup.a Lys Thr Asn Gly residue Res. no. 11 12 13 14 15 
16 Amino acid Asp ? Arg Val (Glu) Glu (SEQ ID NO:l) residue B. Sequence obtained 
after Tncine-SDS-PAGE, electroblotting and alkylation. The PVDF membrane contained 
35 pmol u-PAR, as estimated from a parallel amino acid analysis experiment (Table 
1) . The initial yield was 19.5 pmol PTH-Leu at step 1. The repetitive yield, based 
on Leu 1, Leu 19 and Leu 23, was 96%. Cys indicates the identification of the PTH 
derivative of carboxymethyl cycteine in the alkylated protein. Res. no. 1 2 3 4 5 6 
78 9 10 Amino acid Leu ? Cys Met Gin Cys Lys Thr Asn Gly residue Res. no. 11 12 13 
14 15 16 17 18 19 20 Amino acid Asp Cys (Arg) Val Glu Glu (His) Ala Leu Gly residue 
Res. no. 21 22 23 24 25 26 27 28 29 30 Amino acid Gin ?.sup.b Leu ? . sup c (Arq) Thr 
sup d I irg/?hr'' SUP ' d ^ IDN ° :2) residue .sup. a Asn? . sup. b Asp? .sup.c Arg/Cys? 

Detailed Description Paragraph Table (3) : 

TABLE 3 The amino acid sequences of the N- terminal peptide and the derived 
synthentic oligonucleotide. Amino acid sequence: (SEQ ID NO: 24) Leu Met Gin 

Asn Lys Thr Asn Gly Asp Derived oligonucleotide: (SEQ ID NO:28) 5- ATg'caa'aat AAA 
ACX AAT GGX GAT 3' G C G C Synthesized probe: (SEQ ID NO: 29) 5' ATC ICC ATT IGTCTT 
ATT CTG CAT 3- G C G C T G T The hybridization conditions used for this probe were 
5x SSC and 50. degree. C. * 

Detailed Description Paragraph Table (8) : 

T ^TA E K 5 * Amin ° ^ Cl ? com P° sition of Purified u-Par compared with that deduced from its 
cDNA before and after the proposed COOH-terminal processing. sup . a Amino Predicted 
Determined after acid from cDNA acid hydrolysis SD A) Entire u-PAR sequence 

^ 6 «'n U ?'^ ;f Ub ' 313) ASP + ASn 29 32 - 7 °- 5 T hr. sup. b 25 21.9 0.5 Ser.sup.b 25 

25.8 0.5 Glu + Gin. sup.c 37 41.8 1.3 Pro 12 11.1 0.3 Gly 29 29.4 1.1 Ala 11 8 3 0 1 
Cys. sup. d 28 28 8 1.0 Val 12 12.1 0.2 Met 7 6.0 0.6 lie 8 6.7 0.1 Leu 31 26. 9 0 7 

^TJv, 1 2 PhS 5 5-7 °- 1 His 13 12 " 8 °- 1 L Y S 10 10 - 8 °- 2 A rg 20 20.3 0.2 Trp' 4 nd 
nd Ethanolamine -- 2.6 0.4 B) Assumed u-PAR sequence after processing (Leu. sub 1 
-Ala. sub. 284) Asp + Asn 29 29.8 .0.4 Thr. sup. b 20 20.0 0.5 Ser.sup.b 24 23 6 0 4 Glu 

^ Vo^M 3 !, 38 ' 1 1,2 Pr ° 9 10 - 2 °- 3 Gly 26 26 - 8 1 -° Ala 8 7 - 6 0.1 Cys. sup. d 28 
26.3 0.9 Val 12 11.0 0.2 Met 6 5.5 0.5 lie 7 6.1 0.1 Leu 24 24.5 0.6 Tyr 7 7 1 0 1 
Phe 5 5.2 0.1 His 12 11.6 0.1 Lys 10 9.9 0.2 Arg 19 18.6 0.2 Trp 2 nd nd 
Ethanolamine -- 2.4 0.4 Footnotes to Table 5 .sup. a Purified u-PAR was prepared for 
ammo acid analysis as described in the legend to FIGS. 12A-B. The presented values 
represent the average of 3 independent determinations. The data were normalized 
relative to all amino acids, except trytophan, assuming a total number of 309 
residues for the nascent u-PAR and 282 for the fully processed protein (omitting 4 
a l 2 tryptophan residues, respectively) . Amino acid numbering was based upon the 
cDNA sequence for u-PAR without the signal # sequence (Example 3). .sup.b The values 

Ser (5%) 6 a^d 557^0*? T ?? r £ ected for ^composition during hydrolysis - 

Ser (5%) and Thr (10%). .sup.c A slight overestimation is expected due to the 
formation of pyroglutamic acid in the amino acid standard mixture, .sup.d In one 
sample cysteine was derivatized before hydrolysis by in situ alkylation using 
lodoacetamide and subsequently quantified as S-carboxymethylcysteine after acid 
hydrolysis. In general, the yield of this alkylation procedure is 95% (Ploug, 1989) 
i ^^tt'- ^ steine was derivatized during hydrolysis in the presence of 
<rL~t\ dl P r °P^ onic acid (DTD PA) and quantified as the mixed disulfide compound 
!2nH rmed ^ etw ^^ cysteine and DTD PA . .sup.e nd = not determined, .sup.f SD = 

standard deviation (absolute number of residues) . The results in this Example 

1^ ^^^^ nStrat ! that U_PAR haS a Slycosyl-phosphotidylinositol anchor and 
is c-termmally processed. 

Detailed Description Paragraph Table (15) : 

SEQUENCE LISTING (1) GENERAL INFORMATION: (iii) NUMBER OF SEQUENCES- 32 (2) 
INFORMATION FOR SEQ ID NO: 1: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH: 16 amino 
acids (B) TYPE: amino acid (C) STRANDEDNESS : single (D) TOPOLOGY- linear Hi) 

SSSSJlS^fi^ 1 ^ II' °v IGINAL S0URCE: (A) 0RGANISM: -^nown (xi) SEQUENCE 
DESCRIPTION: SEQ ID NO : 1 Leu Xaa Xaa Met Gin Xaa Lys Thr Asn Gly Asp Xaa Arg Val Glu 

LENT™ \ n - (2) IN f R ^ION FOR SEQ ID NO: 2: (i) SEQUENCE CHARACTERISTIC^ : (A) 
LENGTH: 30 amino acids (B) TYPE: amino acid (C) STRANDEDNESS: single (D) TOPOLOGY- 
»S?™ Ul) M0LECULE TYPE : peptide (vi) ORIGINAL SOURCE: (A) ORGANISM- unknown (xi) 
SEQUENCE DESCRIPTION: SEQ ID NO : 2 Leu Xaa Cys Met Gin Cys Lys Thr A GyApC 
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« 9 ,n 1,? ™° 1U 1 5 10 15 Hls Ala Leu Sly Gin Xaa Leu Xaa Arg Thr Thr lie Val Xaa 20 
25 30 (2) INFORMATION FOR SEQ ID NO : 3 : (i) SEQUENCE CHARACTERISTICS: (A) LENGTH 92 
amino acids (B) TYPE : amino acid (C) STRANDEDNESS : single (D) TOPOLOGY- linear (ii) 
^oo™ T I^ PE: P e P tide (vi) ORIGINAL SOURCE: (A) ORGANISM: unknown (xi SEQUENCE 
DESCRIPTION: SEQ ID NO: 3 Leu Arg Cys Met Gin Cys Lys Thr Asn Gly Asp Cys Arg Val Glu 

?J U r^ P?° J? A ^ L6U GlY Gln ASP LSU CyS Ar 9 Thr Thr Ile Val Arg Leu Trp 20 25 
30 Glu Glu Gly Glu Glu Leu Glu Leu Val Glu Lys Ser Cys Thr His Ser 35 40 45 Glu Lvs 
Thr Asn Arg Thr Leu Ser Tyr Arg Thr Gly Leu Lys Ile Thr 50 55 60 Ser Leu Thr Glu Val 
Val Cys Gly Leu Asp Leu Cys Asn Gin Gly Asn 65 70 75 80 Ser Gly Arg Ala Val Thr Tyr 
Ser Arg Ser Arg Tyr 85 90 (2) INFORMATION FOR SEQ ID NO : 4: (i) SEQUENCE 
CHARACTERISTICS: (A) LENGTH: 99 amino acids (B) TYPE: amino acid (C) STRANDEDNESS- 
ADnaHTeii TOPOLOGY: linear (ii) MOLECULE TYPE : peptide (vi) ORIGINAL SOURCE: (A) 
ORGANISM: unknown (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 4 Leu Glu Cys Ile Ser Cys Gly 

Pro cV £ P T ? YS G1U Ar9 Gly 1 5 10 15 Ar 9 His Gln Ser Leu Sin Cys Arg Ser Y 

Pro Glu Glu Gln Cys Leu Asp 20 25 30 Val Val Thr His Trp Ile Gln Glu Gly Glu Glu Gly 
Arg Pro Lys Asp 35 4 0 45 Asp Arg His Leu Arg Gly Cys Gly Tyr Leu Pro Gly Cys Pro Glv 

^c r J J. 5 6 ? ASn ° ly Phe His Asn Asn As P Thr phe His phe Leu Lys Cys Cys Asn 65 70 
75 80 Thr Thr Lys Cys Asn Glu Gly Pro lie Leu Glu Leu Glu Asn Leu Pro 85 90 95 Gln 
Asn Gly (2) INFORMATION FOR SEQ ID NO: 5: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH- 
90 ammo acids (B) TYPE: amino acid (C) STRANDEDNESS: single (D) TOPOLOGY- linear ' 
i^L M 2 LECULE TYPE: Pe ? tide (vi) ORIGINAL SOURCE: (A) ORGANISM: unknown (xi) 
SEQUENCE DESCRIPTION: SEQ ID NO: 5 Arg Gln Cys Tyr Ser Cys Lys Gly Asn Ser Thr His 
Gly Cys Ser Ser 1 5 10 15 Glu Glu Thr Phe Leu lie Asp Cys Arg Gly Pro Met Asn Gln 
Cys Leu 20 25 30 Val Ala Thr Gly Thr His Glu Pro Lys Asn Gln Ser Tyr Met Val Arg 35 
40 45 Gly Cys Ala Thr Ala Ser Met Cys Gln His Ala His Leu Gly Asp La 50 55 60 Phe 
Ser Met Asn His lie Asp Val Ser Cys Cys Thr Lys Ser Gly Cys 65 10 75 8 0 Asn His Pro 
Asp Leu Asp Val Gln Tyr Arg 85 90 (2) INFORMATION FOR SEQ ID NO: 6- (i) SEOUENCE 
CHARACTERISTICS: (A) LENGTH: 36 base pairs (B) TYPE: nucleic acid C StSdSsS • 
^ltJ D) T ° P0L0GY: linear MOLECULE TYPE: cDNA (yi) ORIGINAL SOURCE : (A) 

ORGANISM: unknown (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 6 GCCAGACTGT GGGGAGGCAC 
Ia7 LeS ACCTAA 36 <2) INFORMATION ™R SEQ ID NO: 7: (i) SEQUENCE SSSSSSsTICS : 
J£Lt n ■ amln ° aCldS (B) TYPE: amin ° acid (C) STRANDEDNESS: single (D) 

TOPOLOGY: linear (ii) MOLECULE TYPE: peptide (vi) ORIGINAL SOURCE: (A) ORGANISM- 
unknown (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 7 Ala Arg Leu Trp Gly Gly Thr Leu Leu 
T ^L™ r n \\ 10 INFORMATION FOR SEQ ID NO: 8: (i) SEQUENCE CHARACTERISTICS (M 

LENGTH: 11 base pairs (B) TYPE: nucleic acid (C) STRANDEDNESS: single (D) TOPOLOGY- 
Y^L^V MOLECULE TYPE: DNA (genomic) (yi) ORIGINAL SOURCE: (A) ORGANISM: unknown 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO : 8 CCANNNNNTG G 11 (2) INFORMATION FOR SEO ID 
NO: 9: (i) SEQUENCE CHARACTERISTICS : (A) LENGTH: 5 base pairs W SSS- nucleic acid 

iSuRCE^0RGANI S S M n9l \ (D) MOLECULE TYPe! CDNA " (S^SSoSS! 

SOURCE. (A) ORGANISM: unknown (xi) SEQUENCE DESCRIPTION: SEQ ID NO ■ 9 AGAGT 5 (2) 
INFORMATION FOR SEQ ID NO: 10: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH 5 base 
pairs (B) TYPE: nucleic acid (C) STRANDEDNESS: single (D) TOPOLOGY- linear (ii) 
£2555 TYPE: CDNA <Vi) ORIGINAL SOURCE: (A) ORGANISM: unknown (xi) SEQUENCE 

cS^STlS 0 S) N ™ CA ?Y INF0RMATI0N F °* ^Q ID NO: 11: (i? SEQUENCE 

CHARACTERISTICS: (A) LENGTH: 5 base pairs (B) TYPE: nucleic acid (C) STRANDEDNESS- 

D) T0P0L0GY: -^ near Ui) MOLECULE TYPE: CDNA (yi) ORIGINAL SOURCeTTa) 
FORCED ID U S n °^ ( r JSS? DESCRIPTI0N: SE Q ID "0,11 AGACT 5 (2) INFORMATION 
FOR SEQ ID NO: 12: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH: 5 base pairs (B) TYPE • 
r^r™ (C) STRANDEDNESS : single (D) TOPOLOGY: linear (ii) MOLECULE TYPE • cDNA 
£ji ° PIGI f AL S ° URCE: (A) ORGANISM: unknown (xi) SEQUENCE DESCRIPTION: SEQ ID NO 12 
ACTGT 5 (2 INFORMATION FOR SEQ ID NO: 13: (i) SEQUENCE CHARACTERISTICS : (A) LENGTH • 
4 ,f a ^P^ < B > TYPE: nucleic acid (C) STRANDEDNESS: single (D) TOPOLOGY: linear 
(11) MOLECULE TYPE: cDNA (yi) ORIGINAL SOURCE: (A) ORGANISM: unknown (xi) SEOUENPF 
™° N: SEQ ID N ° :13 OTAGTCTAGA CTAG 14 (2) INFORMATION FOR SeS ID NO 14 ^i) 
SEQUENCE CHARACTERISTICS: (A) LENGTH: 24 base pairs (B) TYPE- nucleic acid (C) 

S S S E Tf S ORGAS?SM (D) , T0P ° L0GY ; linear ' i i ^ MOLECULE TYPE:" cZa }vi ? ORIGINAL 
SOURCE. (A) ORGANISM: unknown (xi) SEQUENCE DESCRIPTION: SEQ ID NO - 14 AGACTCTAGT 

Si™ (2) . INF f^ TI0N FOR SEQ ID NO: 15: (i, SEQUENCE CHARA^SSScS : 

™in?SS T ^ -? alrS (B) TYPE: nucleic acid (C) STRANDEDNESS: single (D) 

TOPOLOGY: linear (n) MOLECULE TYPE: cDNA (yi) ORIGINAL SOURCE: (A) ORGANISM- 
unknown (xi) SEQUENCE DESCRIPTION: SEQ ID NO : 15 GACCTGGATA TCCAGTA 17 (2) 
INFORMATION FOR SEQ ID NO: 16: (i) SEQUENCE CHARACTERISTICS : (A) LENGTH 25 amino 
acids (B) TYPE: amino acid (C) STRANDEDNESS: single (D) TOPOLOGY - linear (liT^ 
MOLECULE TYPE: peptide (vi) ORIGINAL SOURCE: ( A ) ORGANI SM: unknown (xi f S EQUENCE 
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DESCRIPTION: SEQ ID NO : 16 Glu Pro Gly Ala Ala Thr Leu Lys Ser Val Ala Leu Pro Phe 

^J^V 5 , 1 ? 15 Ala Ala Ala Ala LeU Val Ala Ala Phe 20 25 < 2 > INFORMATION FOR SEQ 
ID NO: 17: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH: 26 amino acid s (B) TYPE • amino 
acid (C) STRANDEDNESS : single (D) TOPOLOGY: linear (ii) MOLECULE TYPE- peptide~"7vTT 
ORIGINAL SOURCE: (A) ORGANISM: unknown (xi) SEQUENCE DESCRIPTION: SEQ ID NO -17 Cys 
Lys Asp Ser Ser He Leu Val Thr Lys Lys Phe Ala Leu Thr Val 1 5 10 15 Val Ser Ala 
Ala Phe Val Ala Leu Leu Phe 20 25 (2) INFORMATION FOR SEQ ID NO: 18- (i) SEQUENCE 
CHARACTERISTICS: (A) LENGTH: 32 amino acids (B) TYPE: amino acid (C) STRANDEDNESS- 
single (D) TOPOLOGY: linear (ii) MOLECULE TYPE: peptide (vi) ORIGINAL SOURCE- (A)' 
ORGANISM: unknown (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 18 Thr Thr Asp Ala Ala His 
Pro Gly Arg Ser Val Val Pro Ala Leu Leu 1 5 10 15 Pro Leu Leu Ala Gly Thr Leu Leu 
Leu Leu Glu Thr Ala Thr Ala Pro 2 0 25 3 0 (2) INFORMATION FOR SEQ ID NO- 19- (i) 
SEQUENCE CHARACTERISTICS: ' ' 

Detailed Description Paragraph Table (16) : 

(A) LENGTH: 2 9 amino acids (B) TYPE: amino acid (C) STRANDEDNESS: single (D) 
TOPOLOGY: linear (ii) MOLECULE TYPE: peptide (vi) ORIGINAL SOURCE: (A) ORGANISM- 
unknown (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 19 Val Ser Ala Ser Gly Thr Ser Pro'ciy 
Leu Ser Ala Gly Ala Thr Val 1 5 10 15 Gly He Met He Gly Val Leu Val Gly Val Ala 
Leu He 20 25 (2) INFORMATION FOR SEQ ID NO: 20: (i) SEQUENCE CHARACTERISTICS- (A) 
LENGTH: 34 amino acids (B) TYPE: amino acid (C) STRANDEDNESS: single (D) TOPOLOGY- 
linear (ii) MOLECULE TYPE: peptide (vi) ORIGINAL SOURCE: (A) ORGANISM: unknown (xi) 
SEQUENCE DESCRIPTION: SEQ ID NO: 20 Val Lys Cys Gly Gly He Ser Leu Leu Val Gin Asn 
Thr Ser Trp Leu 1 5 10 15 Leu Leu Leu Leu Leu Ser Leu Ser Phe Leu Gin Ala Thr Asp 
Phe He 20 25 30 Ser Leu (2) INFORMATION FOR SEQ ID NO: 21: (i) SEQUENCE 
CHARACTERISTICS: (A) LENGTH: 34 amino acids (B) TYPE: amino acid (C) STRANDEDNESS- 
Single (D) TOPOLOGY: linear (ii) MOLECULE TYPE: peptide (vi) ORIGINAL SOURCE- (A) 
ORGANISM: unknown (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 21 Tyr Arg Ser Gly Ala Ala 
Pro Gin Pro Gly Pro Ala His Leu Ser Leu 1 5 10 15 Thr He Thr Leu Leu Met Thr Ala 
Arg Leu Trp Gly Gly Thr Leu Leu 2 0 25 3 0 Trp Thr (2) INFORMATION FOR SEQ ID NO- 22- 
(l) SEQUENCE CHARACTERISTICS: (A) LENGTH: 1400 base pairs (B) TYPE- nucleic acid (C) 
STRANDEDNESS: single (D) TOPOLOGY: linear (ii) MOLECULE TYPE: cDNA (vi) ORIGINAL 
SOURCE: (A) ORGANISM: unknown (ix) FEATURE: (A) NAME/KEY: CDS (B) LOCATION- 47 1054 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 22 AGAGAAGACG TGCAGGGACC CCGCGCACAG GAGCTGCCCT 
CGCGAC ATG GGT CAC 55 Met Gly His 1 CCG CCG CTG CTG CCG CTG CTG CTG CTG CTC CAC ACC 
TGC GTC CCA GCC 103 Pro Pro Leu Leu Pro Leu Leu Leu Leu Leu His Thr Cys Val Pro Ala 
5 10 15 TCT TGG GGC CTG CGG TGC ATG CAG TGT AAG ACC AAC GGG GAT TGC CGT 151 Ser Trp 
Gly Leu Arg Cys Met Gin Cys Lys Thr Asn Gly Asp Cys Arg 20 25 30 35 GTG GAA GAG TGC 
GCC CTG GGA CAG GAC CTC TGC AGG ACC ACG ATC GTG 199 Val Glu Glu Cys Ala Leu Gly Gin 
Asp Leu Cys Arg Thr Thr He Val 40 45 50 CGC TTG TGG GAA GAA GGA GAA GAG CTG GAG CTG 
GTG GAG AAA AGC TGT 247 Arg Leu Trp Glu Glu Gly Glu Glu Leu Glu Leu Val Glu Lys Ser 
Cys 55 60 65 ACC CAC TCA GAG AAG ACC AAC AGG ACC CTG AGC TAT CGG ACT GGC TTG 295 Thr 
His Ser Glu Lys Thr Asn Arg Thr Leu Ser Tyr Arg Thr Gly Leu 70 75 80 AAG ATC ACC AGC 
CTT ACC GAG GTT GTG TGT GGG TTA GAC TTG TGC AAC 343 Lys He Thr Ser Leu Thr Glu Val 
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Ser 280 285 290 GGC TGT AAC CAC CCA GAC CTG GAT GTC CAG TAC CGC AGT GGG GCT GCT 967 
Gly Cys Asn His Pro Asp Leu Asp Val Gin Tyr Arg Ser Gly Ala Ala 295 300 305 cct clr 
CCT GGC CCT GCC CAT CTC AGC CTC ACC ATC ACC CTG CTA ATG 1015 Pro Gin Pro Gly Pro a 
His Leu Ser Leu Thr He Thr Leu Leu Met 310 315 320 ACT GCC AGA CTG TGG GGA GGC apt 
CTC CTC TGG ACC TAAACCTGAA 1061 Thr Ala Arg Leu Trp Gly Gly Thr Leu Leu Sp ?hr 325 
330 335 ATCCCCCTCT CTGCCCTGGC TGGATCCGGG GGACCCCTTT GCCCTTCCCT CGGCTCCCAG 1121 
CCCTACAGAC TTGCTGTGTG ACCTCAGGCC AGTGTGCCGA CCTCTCTGGG CCTCAGTTTT 1181 CCCAGCTATP 
AAAACAGCTA TCTCACAAAG TTGTGTGAAG CAGAAGAGAA AAGCTGGAGG 1241 AAGGCCGTGG GCAATGGGAG 
AGCTCTTGTT ATTATTAATA TTGTTGCCGC TGTTGTGTTG 1301 TTGTTATTAA TTAATATTCA TATTATTTAT 
TTTATACTTA CATAAAGATT TTGTACCAGT 1361 GGAAAAAAAA AAAAAAAAAA AAAAAAAAAA AAAAAAAAA 
1400 (2) INFORMATION FOR SEQ ID NO: 23: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH- 
335 amino acids (B) TYPE: amino acid (D) TOPOLOGY : linear (ii) MOLECULE TYPE- 
?«°^ 1 n, (Vl) ° RIGINAL SOURCE : (A) ORGANISM: unknown (xi) SEQUENCE DESCRIPTION- SEQ 
if i » « 7 HlS Pr ° Pr ° LeU L6U Pr ° L6U Leu Leu Leu Leu His T hr Cys 1 5 10 15 

S° ^ P Gly LeU Arg CyS Met Gln <** Thr Asn G1 V 2 0 25 30 Asp Cys Arg 

S S U nV LSU G ^ y ° ln ASP L£U CyS Ar 9 Thr 35 40 45 Thr Val Arg Leu Trp 

Glu Glu Gly Glu Glu Leu Glu Leu Val Glu 50 55 60 Lys Ser Cys Thr His Ser Glu Lys Thr 
Asn Arg Thr Leu Ser Tyr Arg 65 70 75 80 Thr Gly Leu Lys lie Thr Ser Leu Thr Gil Val 
Val Cys Gly Leu Asp 85 90 95 Leu Cys Asn Gin Gly Asn Ser Gly Arg Ala Val Thr Tyr Ser 
Arg Ser 100 105 110 Arg Tyr Leu Glu Cys He Ser Cvs Glv F ' Y 
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~ ^j-jr rue o 

Ser Cys Cys 275 280 285 Thr Lys Ser Gly Cys Asn His Pro A 
Ser 290 295 300 Gly Ala Ala Pro Gin Pro Gly Pro Ala His L 
310 315 32 0 Leu Leu Met Thr Ala Arg Leu Trp Gly Gly Thr ^ lLy 1UI 

(2) INFORMATION FOR SEQ ID NO: 24: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH- 11 
ammo acids (B) TYPE: amino acid (C) STRANDEDNESS : single (D) TOPOLOGY- linear (ii) 

TYPE: Peptide (vi) ORIGINAL SOURCE: (A) ORGANISM: unknown (xi SEQUENCE 
DESCRIPTION: SEQ ID NO: 24 Leu Xaa Xaa Met Gin Asn Lys Thr Asn Gly Asp 1 5 10 (2) 
INFORMATION FOR SEQ ID NO: 25: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH • 24 base 
pairs (B) TYPE: nucleic acid (C) STRANDEDNESS: single (D) TOPOLOGY- linear (ii) 
™°™ E TYPE: CDNA (vi> 0RIGINAL SOURCE: (A) ORGANISM: unknown (ix) FEATURE: (A) 
NAME /KEY : misc_feature (D) OTHER INFORMATION: /note= »N at positions 15 and 21 
stands for the modified nucleotide x (3- (3-amino-3-carboxypropyl)uridine, (acp3)u) » 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 25 ATGCAGAATA AGACNAATGG NGAY 24 (2 
INFORMATION FOR SEQ ID NO: 26: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH- 25 base 
pairs (B) TYPE: nucleic acid (C) STRANDEDNESS: single (D) TOPOLOGY- linear (ii) 
MOLECULE TYPE: cDNA (vi) ORIGINAL SOURCE: (A) ORGANISM: unknown (ix) FEATURE- (A) 
NAME/KEY : misc_f eature (D) OTHER INFORMATION: /note- -H at positions 4 and 11 stands 
tor modified nucleotide base i (inosine) « (xi) SEQUENCE DESCRIPTION: SEQ ID NO-26 
RTCNCCATRT NGTCTTATTC TGCAT 25 (2) INFORMATION FOR SEQ ID NO: 27: (i) SEQUENCE ' 
CHARACTERISTICS: (A) LENGTH: 5 amino acids (B) TYPE: amino acid (C) STRANDEDNESS- 
nin?ire« D) T ? P0L0GY: l^ear (ii) MOLECULE TYPE: peptide (vi) ORIGINAL SOURCE: (A) 
ORGANISM: unknown (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 27 Gly Arq Glv Asd Ser 1 5 
(2) INFORMATION FOR SEQ ID NO: 28: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH • 24 base 
pairs (B) TYPE: nucleic acid (C) STRANDEDNESS: single (D) TOPOLOGY- linear (ii) 
™°^ E TYPE: ° DNA (vi) 0RIGINAL SOURCE: (A) ORGANISM: unknown (ix) FEATURE: (A) 
NAME/KEY: misc_feature (D) OTHER INFORMATION: /note- "N at positions 15 and 21 
1 •» L™™ modified nucleotide x (3- (3-amino-3-carboxypropyl) uridine, (acp3) u) » 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 28 ATGCAAAATA AAACNAATGG NGAT 24 (2 
INFORMATION FOR SEQ ID NO: 29: (i) SEQUENCE CHARACTERISTICS: 

Detailed Description Paragraph Table (17) : 

i A L^S TH n. 24 baSS pairS (B) TYPE: nucl eic acid (C) STRANDEDNESS: single (D) 
TOPOLOGY: linear (ii) MOLECULE TYPE : cDNA (vi) ORIGINAL SOURCE : (A) ORGANISM- 
unknown (ix) FEATURE: (A) NAME/KEY: misc_f eature (D) OTHER INFORMATION- /note- "N at 
positions 4 and 10 stands for modified nucleotide base i (inosine) » (xi) SEOUENCE 
DESCRIPTION: SEQ ID NO:29 ATCNCCATTN GTCTTATTCT GCAT 24 (2) INFORMATION FOR SEQ ID 
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? * ?Ai ll SEQUENCE CHARACTERISTICS: (A) LENGTH: 20 base pairs (B) TYPE- nucleic 
nor?™* fRANDEDNESS: single (D) TOPOLOGY : linear (ii) MOLECULE TYPE ^NA ^if 
ORIGINAL SOURCE: (A) ORGANISM: unknown (xi) SEQUENCE DESCRIPTION- SEO ID NO An 
TGGTGATATG AAGGAGAGAA 20 (2) INFORMATION FOR SEQ ID NO : 31 -(i) SEQUENCE 

SHdPSpology ™ G ™<™**°* (B) TYPE: nucleic acid ^cf STRANDEDNESS : 

nprfuTOM T ° P0L0G ^ Imear (n) MOLECULE TYPE: cDNA (vi) ORIGINAL SOURCE: (A) 
?o?^, T ^ : UnknOWn (X1) SEQUENCE DESCRIPTION: SEQ ID NO:31 CAGTGGATGT TGCCTTTAC 19 
(2) INFORMATION FOR SEQ ID NO: 32: (i) SEQUENCE CHARACTERISTICS : (A) LeS 21 
ammo acids (B) TYPE: amino acid (C) STRANDEDNESS : single (D) TOPOLOGY- linear H -M 

SSSS? iS^ShTS^ 3^ °^ GINAL S0URCE - (A) ° RGAN?SM: W)" SESUENCE 1 ^ 

SefLT^'lf ? 5 ne°His 5 Ss S As^n Jo" ^ CYS S6r ASn LyS ^ Phe 

Other Reference Publication (23) : 

Nelles, L. ( et al. ( "Characterization of Recombinant Human Single Chain 

Urokinase -type Plasminogen Activator Mutants Produced by Site-specific Mutaqenesis 

of Lysine 158," J. Biol. Chem. , 262 (12) :5682-89, (1987) * s P eciri c Mutagenesis 

CLAIMS : 



i5irw»r s \ 2 in WhlCh the substance comprises an amino acid sequence 

S" h f a> 1S K ^ entlcal t°.SEQ ID NO:32, or (b) differs from SE Q ID NO: 32 by^S more 
than five substitutions, insertions, or deletions of amino acids . 

16. The method of claim 2 in which the substance comprises an amino acid sequence 

?£S f " } 1S K ^ entical to SEQIDNO:32, or (b) differ S P from SEQ ID NO : 32 by not more 
than five substitutions of amino acids . oy not more 

" n J!! 6 r eth ° d K f . Claim 16 in WhiGh the substitutions of amino acids , if any were 
conservative substitutions. — Y ' were 
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DOCUMENT- IDENTIFIER: US 6165500 A 

TITLE: Preparation for the application of agents in mini -droplets 



Drawing Description Text (17) : 

Example* 236? 9raphiCal re P resen tation of the blood glucose level data described in 
Drawing Description Text (18) : 

Example 237* 9raphiCal ^presentation of the blood glucose level data described in 
Drawing Description Text (19) : 

Sni«M 9 «r?n F M ' i° ^ e gr ^ ical representations of the data pertaining to glucose 
depletion in blood, described in Example 238. — 

Detailed Description Text (31) : 

Edge active solvents which can be used according to this invention include 
furthermore short-chain acyl-, alkyl-, alkenyl, hydroxyacyl - , alkenySxy- as well 
as aryl derivatives of different acids and bases, such as acetic acid! flrmtc acid 

d 10 D n ;Lwl c T , ■ P ent r° iC acid ' etc - of man ' amino acids, benzoic ' 
Jhat'tSv Ho n r- SU ^ hUr i C aCld ' ° f ammonia < Purine, pyrimidine, etc., provided 
S^rJ? 7 t not . im P air the chemical integrity of the carriers and the ageAt 
molecules to an inacceptable extent. y 

Detailed Description Text (40) : 

FU ^ he ^ VeX I commonl y used special forms of non- ionic edge active substances are 
Sl" n r the trademark "TWEEN" . The cyclic part of thi substance class is 
frequently a sorbitol ring. Residues R.sub.l, R.sub.2, R. sub. 3 and R. sub 4 are 
frequently of the alkoxy- or alkenoxy- , and even more commonly of the polyene 
polyoxyalkene-, such as polyoxyethylene- , polyalcohol- , such as polyglycol or 
polyether type Some of these chains can be apolar, corresponding to e g an acvl- 
carbl'aST^' h ' dro ** alk ^- ' ^ydroxyalkenyl- or hydroxyacyl -chain with"- 1? ' 

*J° m8 :„ If ?° ne ° f residues R.sub.l, R.sub.2, R.sub.3 or R. sub. 4 is apolar 
hydrophobe 8 S " 3 branCh6d Chain or one of th e termini must be P ' 

Detailed Description Text (41) : 

M^o 8 su * stances , of TWEEN type are very frequently of the polyoxyethylene 

class. They mainly contain one terminal hydrogen atom and more rarely a metEv 
group, one of the polyoxyethylene chains, however, contains a hydrophobic rescue 
which preferably corresponds to an acyl-, alkyl-, alkenyl-, hydroxvalkvl- US 
hydroxyalkenyl- or hydroxyacyl -chain with 4-24. and in ^iSiS^! S5 carbon 

Detailed Description Text (42) : 

fc^rdinglo S Sis ta in;: n Son h BOld ^ ^ trademark "^N" are als ° -eful 

Detailed Description Text (61) : 

S^^ r = im 5° r ^ an - 9 ^° U ? ° f anionic ed 9e active substances are the derivatives of 
oroJon an oh ba ^^ formula reads ##STR4## here, R.sub.l corresponds to a 

proton, an OH- or a carbonyl group and R.sub.2 can be a derivative of taurine or 
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glycocoll, for example. Particularly suitable are various salts of cholic acid (bile 

acid, 3alpha, 7alpha, 12alpha-trihydroxy-5beta-cholane-24-oin-acid) , deoxycholic 

i?£L!h«^ ' 1 ^ a ^ T h %- d t h y drox y- 5beta - cholane - 24 -oin-acid), chenodeoxycholic acid, 
glycocholic acid (N-(3alpha, 7alpha, 

12a ^ a "^ rihy ^ rOXy ' 24 " OXyCh ° lane " 24 " yl - )glycine ) ' deoxycholic acid, glycodeoxycholic 
acid (N-(3alpha, 12alpha-dihydroxy-24-oxycnolarie-24-yl -) gly cine) aeoxycnoiic 
glycochenodeoxycholic acid, glycolitocholic acid, glycoursodeoxycholic acid, 
litocholic acid, taurodeoxycholic acid, taurocholic acid (3alpha, 7alpha 
12alphatnhydroxy-5beta-cholan-24-oin-acid-N- (sulfoethyl) amide) ' 
taurochenodeoxycholic acid, tauroglycocholic acid, taurolitocholic acid 
taurolitocholic acid-3-sulf ate, tauroursodeoxycholic acid, ursocholanic'acid, 

counted on = 0 i^/ Cld ^ (3alpha ' 7beta - dih y d roxy-5beta-cholanic acid), the most common 
counterions being sodium or potassium. 

Detailed Description Text (65) : 

I^TP^i C ' f °T la ° f . the P nos P horus -containing anionic edge active substances is 
##STR5## in which n is zero or one. One of the two side chains R.sub.l and R sub 2 
contains hydrogen, a hydroxy group or a short chain alkyl residue; the other 
rof on 11 !!! 311 a J ky1 "^ alkeny1 -' hydroxyalkyl-, hydroxys lkenyl- or hydroxyacyl- chain 
an a ?; k enyl-, alkoxy-, alkenyloxy- or acyloxy-residue) with 8-24 carbon atoms, 
hhan r ra " k res i due ' 33 » rule ' corresponds to hydrogen or an alkyl chain with less 
tftan 5 carbon atoms. R.sub.4 can be an anionic oxygen or a hydroxy qrouo- an alkvl 
chain with up to 8 C-atoms can also appear as well as another^ carbohydrate reside 
with up to 12 carbon atoms; if R.sub.l as well as R. sub. 2 are hydrogen and/ or 

Sr P r UPS ' 3 f er ° id residue ' a derivative, a chain containing an amino 

group, etc., can also appear. Alkyl residues can also be substituted. 

Detailed Description Text (104) : 

^ ol l° w i n 9 i surfactants are especially useful for biological purposes: 
N,N-bis (3-D-glucon-amidopropyl) cholamide (BigCHAP) , 

Bis (2-ethylhexyl) sodium-sulf osuccinate , cetyl-trimethyl -ammonium-bromide , 
3- cholamidopropyl -dimethylammonio) -2 -hydroxy- l -propane sulfonate (CHAPSO) , 
3-((cholamidopropyl)-dimethylammonio)-l-propane sulfonate (CHAPS), cholate- sodium 
salt, decaoxyethylene-dodecyl-ether (Genapol C-100) , decaethylene-isotridecyl-ether 
(Genapol X-100), decanoyl-N-methyl-glucamide (MEGA- 10) , decyl-glucoside 
decyl-maltoside, 3- (decyldimethylammonio) -propane -sulfonate (Zwittergent 3-10) 
deoxy-bigCHAP, deoxycholate, sodium salt, digitonin, ' 
3- (dodecyldimethylammonio) -propane -sulfonate (Zwittergent 3-12) 
dodecyl-dimethyl-amine-oxide (EMPIGEN) , dodecylmaltoside, dodecvlsulf ate 
glyco-cholate, sodium salt, glycodeoxycholate, sodium salt 
heptaethylene -glycol -octyl -phenylether (triton x-114) , heptyl-glucoside 
? e ^ Y t °? lu< r oslde > 3 " (hexadecyldimethylammonio) -propane -sulfonate (Zwittergent 
I'l l' ^^-S^coside, dodecyl-dimethyl-amine-oxide (Genaminox KC) , 
N-dodecyl-N,N-dimethylglycine (Empigen BB) , N-decyl-sulfobetaine (Zwittergent 3-10) 
N-dodecyl-sulfobetaine (Zwittergent 3-12), N-hexadecyl-sulfobetaine (Zwittergent ' 
3-16) N-tetradecyl-sulfobetaine (Zwittergent 3-14), N-octylsulf obetaine 
(Zwittergent 3-08), nonaethylene -glycol -monododecyl -ether (THESIT) 
nonaethylene -glycol -octyl -phenol -ether ( triton X-100) , 
nonaethylene-glycol-octyl-phenyl-ether (NP-40, Nonidet P-40) , 
nonaethylene -dodecyl- ether, nonanoyl-N-methylglucamide (MEGA- 9) 
nonaoxyethylene-dodecyl-ether (Lubrol PX, Thesit) , nonyl-glucoside, 
octaethylene-glycol-isotridecylether (Genapol x-080) , octaethylene- dodecyl -ether 
octanoyl-N-methyl-glucamide (MEGA- 8) , 3 - (octyldimethylammonio) -propanesulf onate 
(Zwittergent 3-08) , octyl -glucoside , octylthioglucoside, 
entadecaethylene-isotridecyl-ether (Genapol X-150) , 
polyethylene -polypropylene -glycol (Pluronic F-127) , 
polyoxyethylene-sorbitane-monolaurate ( Tween 20) 

polyoxyethylene-sorbitane-monooleate ( Tween 80) , taurodeoxycholate -sodium salt 
(?wUtergent"3 S - d 4) m ll^/ 3 " (tetradec y ldimet hylammonio) -propane -sulfonate ' 

Detailed Description Text (105) : 

Particularly suitable for pharmacological purposes are- 

^^^ r tr thyl " a ? m0niU ! n " SaltS (SUCh 38 hexa decyltrimethylammoniumbromide, 
trimethylhexadecylammebromo-salt), cetylsulfate salts (such as Na-salt, Lanette E) 
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??l«f e ! altS i S Y ch as Na ~ and ammonium- form) decaoxyethylenedodecyl -ether (Genapol 
C-100), deoxycholate salts, dodecyldimethyl -amine -oxide (Genaminox KC, EMPIGEN) 
N-dodecyl-N,N-dimethylglycine (Empigen BB) , ' 
3- (hexadecyldimethylammonio) propane -sulfonate (Zwittergent 3-14), fatty acid salts 
and fatty alcohols, glyco-deoxycholate salts, laurylsulfate salts (sodium 
dodecylsulfate Duponol C, SDS, Texapon K12) , N-hexadecyl-sulf obetaine (Zwittergent 
3-16), nonaethylene-glycol-octyl-phenyl-ether (NP-40, Nonidet P-40) 
nonaethylene-dodecyl-ether, octaethylene -glycol -isotridecyl- ether (Genapol X-080) 
octaethylene-dodecyl -ether, polyethylene glycol-20-sorbitane-monolaurate (Tween 20) 

polyethylene glycol-20-sorbitane-monostearate ( Tween 60) , polyethylene 

glycol -20 -sorbitane-monooleate ( Tween 80), polyhydroxyethylenecetylstearylether 
(Cetomacrogo, Cremophor 0, Eumulgin, C 1000) polyhydroxyethylene-4-laurylether (Brij 

/m ) ' '^J 7 ^ ° Xy ! thyle ? e " 23 " laUrylether (Bri =i 35) ' Polyhydroxyethylene-8-stearate 
(Myrj 45, Cremophor AP) , polyhydroxyethylene-40-stearate (Myrj 52) 

polyhydroxyethylene-100-stearate (Myrj 59), polyethoxylated castor'oil 40 (Cremophor 
EL), polyethoxylated hydrogenated castor oil (Cremophor RH 40, Cremophor RH 60) 
polyethoxylated plant oils (Lebrafils) , sorbitane-monolaurate (Arlacel 20, Span 20) 
taurodeoxycholate salts, taurocholate salts, polyethylene 

glycol-20-sorbitane-palmitate ( Tween 40), Myrj 49 and polyethylene glycol 
derivatives of ricinols, etc. 

Detailed Description Text (125) 

t^anexamic n acid bStanCe antif ibrinol y tic activity, such as aminocapronic acid or 

Detailed Description Text (130) : 

at least one substance which is an inhibitor of biological activity such as 
actinomycine CI, alpha-amanitine, ampicilline, aphidicoline, aprotinine 
calmidazolium (R24571) , calpaine- inhibitor I, calpaine-inhibitor II, 
castanospermine, chloroamphenicol , colcemide, cordycepine, cystatine 

2.3- dehydro-2-desoxy-n-acetyl-neuraminic acid, 1-desoxymannoj irimycinehydrochloride 
l-desoxynojinmycine, diacylglycerolkinase-inhibitor, PI, 

P5-di(adenosine-5'-) -pentaphosphate, ebelactone A, ebelactone B, erythromycine 
ethidiumbromide, N-hydroxyurea, hygromycine B, kanamycine sulfate, 
alpha2-macroglobuline, N-methyl-l-desoxynoj irimycine, mitomycine C, myxothiazol, 
noyobiocine, phalloidme, phenylmethylsulf onylf luoride, puromycine-dihydrochloride 
nfampicine, staurosporine, streptomycine sulfate, streptozotocine, G- strophanthine 
swainsonine, tetracycline-hydrochloride, trif luoperazine-dihydrochloride 
tunicamycme, etc.; useful proteinase inhibitors are, for example 
(4-amidinophenyl)methanesulf onylf luoride (APMSF) , antipaine-dihydrochloride 
antithrombine III alpha-l-antitrypsine, aprotinine, bestatine, calpaine-inhibitor 
I, calpaine-inhibitor II, 

L-l-chloro-3- (4 -tosylamido) -7-amino-2-heptanone-hydrochloride (TLCK) 

^l"S hl ^ 0 " 3 " (4 " t0Sylamid0) " 4 " phenyl " 2 - butan0ne (TPCK), chymostatine! cystatine, 

3.4- dichlorisocoumarin, E 64, selastatinal , hirudin, kallikrein- inhibitor 

™o^ ini £ e) L - leuc i nthiol < leupeptine, pepstatine, phenylinethylsulfonylf luoride 
PMSF), phosphoramidone, TLCK (tosyl -lysine -chloromethvl-ketonfi) TPCK 
(tosyl-phenylalanine-chloromethyl-ketone) , trypsine- inhibitors , etc. ; 

Detailed Description Text (196) : 

A carbohydrate, normally, has a basic formula C.sub.x (H.sub.2 0).sub y e g in 
Sugar ' starch - cellulose, and, moreover, can be derivatised in many different ways. 

Detailed Description Text (198) : 

D^aSSnc! 11 !! f iVC Ca ^ 0n -t t0mS (ald °-P entose ' or simply pentose) is for example 
D -arabinose, D-lyxose, D-ribose or D-xylose. 

Detailed Description Text (200) : 

An aldose with six carbon atoms (aldo-hexose, or simply hexose) is e.g. D-allose 
^™^ r ? Se ' D -9 alactose ' D-glucose, D -mannose or D-talose. A ketose with six carbon 
atoms (or simply keto-hexose) is e.g. D-fructose, D-psicose, D-sorbose or 
D-tagatose. 

Detailed Description Text (202) : 

A carbohydrate residue, moreover, can be a natural disaccharide residue, e.g. a 
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di saccharide residue consisting of two hexoses. Such a disaccharide residue arises 
for example, through condensation of two aldoses, e.g. D-galactose or D-glucose or 
one aldose, e.g. D-glucose and one ketose, e.g. fructose; disaccharides formed f rom 
two aldoses, such as lactose or maltose, are preferably conjugated to the 
phosphatidyl group through the hydroxy group, which is located in position 6- of the 
corresponding pyranosyl residue. A disaccharide formed from an aldose and a ketose 
such as saccharose, is preferably conjugated through a hydroxy 1 -group in position 6- 
of the pyranosyl residue or in position 1- of the furanosyl residue. 

Detailed Description Text (204) : 

A carbohydrate can result from a cleaving action, starting with one of the mentioned 

mono- or disaccharides, by a strong oxidation agent, such as periodic acid. Amongst 

tne biologically most important or most active carbohydrates are e g 

2 -acetamido-N- (epsilon-amino-caproyl) -2-deoxy-beta-gluccopyranosylamine, 

2 -acetamido-2 -amino- 1 , 2 -dideoxy-beta-glucopyranose , 

2-acetamido-l-beta- (aspartamido) -1,2-dideoxyglucose, 

2- acetamido-4,6-o-benzyliden-2-deoxybeta-glucopyranose, 2 -acetamido-2 -deoxyallose, 

3- acetamido-3-deoxyallose, 

2-acetamido-2-deoxy-3-o- (beta-galactopyranosyl) -galactopyranose 

2-acetamido-2-deoxy-4-o-([4-o-beta-galactopyranosyl-beta-galactopyranosyll 
-beta-galactopyranosyl ) -glucopyranose , 

2-acetamido-2-deoxy-3-o- (beta-galactopyranosyl) -alpha-glucopyranose 
lactopyranose ld °" 2 " deOXy " 4 " [beta_9alactop y ranos y 1] -beta-glucopyranosyl) -ga 

4- o-acetamido-2-deoxy-6-o- (beta-galacto-4-o- (6-o- [2 -acetamido-2 -deoxy-beta 
-glucopyranosyl] -beta-galactopyranosyl) glucopyranose, 2 -acetamido-2 -deoxygalactose, 
2-acetamido-2-deoxyglucose, 3-acetamido-3-deoxyglucose pyranose, 

6-o- (2 -acetamido-2 -deoxy-beta-glucopyranosyl) -galactopyranose 

2-acetamido-2-deoxy-l-thio-beta-glucopyranose 3, 4 , 6-triacetate, acetopyruvic acid 

N-acetylchondrosamme, N-acetylgalactosamine, N-acetylglucosamine 

N-acetyl-alpha-glucosamine 1-phosphate, N-acetylglucosamine 6-phosphate 

N-acetylglucosamine 3-sulfate, N-acetylglucosamine 6-sulfate, N-acetylheparine 

N-acetyllactosamme, N-acetyl-beta-mannosamine , N-acetylneuraminic acid 

N-acetyl-neuramine-lactose, l-o-acetyl-2 , 3 , 5-tri-o-benzoyl-beta-ribofuranose, 

trans-aconic acid, adenine-9-beta-arabino-furanoside, adenosine 

5 ' -diphospho-glucose, adenosine 5 • -diphosphomannose, adonite, adonitol, adonose 

a ^ in ' al 9 1 f ic 1 acid - beta-allose, alpha glycerophosphate, alpha ketoglutaric 
acia, altrose, (-) -altrose, 

p-amino-benzyl-l-thio-2-acetamido-2-deoxy-beta-glucopyranoside, 
N-epsilon-aminocaproyl-beta-fucopyranosylamine 

r^f il0 rr in0CaPr ° yl " alpha " galaCt0Pyran0Syla " line ' 2-amino-2-deoxygalactopyranose, 
6-amino-6-deoxyglucopyranose, 1 -amino- 1 -deoxy-beta -glucose 

6-ammohexyl-N-acetyl-beta-thioglucosaminide, 6-aminohexyl-l-thio-beta-gal 
actopyranoside, 5-aminoimidazole-4-carboxamidoxime-l-beta-ribofuranosyl 
3 :5 ' -cyclo-monophosphate, delta-aminolevulinic acid, 
p-aminophenyl -2 -acetamido-2 -deoxy-beta-glucopyranoside , 
p-aminophenyl -2 -acetamido-2 -deoxy-l-thio-beta-glucopyranoside 
p-aminophenyl-alpha-fucopyranoside, p-aminophenyl -alpha-galactopyranoside, 
p-aminophenyl-beta-galactopyranoside, p-aminophenyl -alpha-glucopyranoside, 
p-aminophenyl-beta-glucopyranoside, c-aminophenyl-beta-glucuronide 
p-aminophenyl-i-thio-beta-glucuronide, p-aminophenyl -beta- lactopyranoside 
p - aminophenyl - alpha -mannopyranoside , p - aminophenyl -beta - thiof ucopyranos ide 
p-ammophenyl-l-thio-beta-galactopy ranoside, 

p-aminophenyl-l-thio-beta-glucopyranoside, p-minophenyl-l-thio-beta-xylopyranoside 
p-aminophenyl-beta-xylo P yranoside, 5-amino-l- (beta-ribof uranosyl) imidazole ' 

4- carboxamide, amygdalme, n-amyl beta-glucopyranoside, amylopectine, amylose 
apigenine 7-o-hesperidoside, arabinitol, arabinocytidine, amyiose, 

rSho a ; arabin ° fU ^ anOSY ^ adenine ' 1 - beta - a ^binofuranosylcytosin, arabinose, arabinos e 

5- phosphate arabmosylcytosine, arabite, arabitol, arbutine, at p-ribose, ^ 

atractyloside, aurothioglucose, n-butyl 

4-o-beta-galactopyranosyl-beta-glucopyranoside, calcium gluconate, calcium 
heptagluconate carboxyatractyloside, carboxymethylamylose, carboxymethylcellulose 

carbox y ethylthioethyl-2-acetamido-2-deoxy-4-o-beta-galactopyransol^eta 9? 
ucopyranoside, carboxyethylthioethyl 9 

4-o- (4-o- [6-o-alpha-glucopyranosyl-alpha-glucopyranosyl] -alpha-glucopyrano 
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syl) -beta-glucopyranoside, 

4- o- (4-o- [6-o-beta-D-galactopyranosyl-beta-D-galactopyranosyl] -D-qlucopyra nose 
ItVlTrT™' ? + Cellobiose ' DWcellopentaose, D( + )Sllotetrio.e? DW^U^Jo.e 
cellulose, cellulose caprate, cellulose carbonate, chitin, chitobiose chitosan 
chitotnose, alpha-chloroalose, beta-chloroalose ' cflltosa n, 
6-chloro-e-deoxy-alpha-glucopyranose, chondroitin sulfate, chondrosatnine 
chondrosine, chrysophanic acid, colominic acid, conyallatoxin, alpha cyciodextrine 
beta-cyclodextrine, cytidine 5 • -diphosphoglucose, cytosine 1-beta arabTnofuraSide 
daunosamine, n-decyl -beta-glucopyranoside, 5-deoxyarabinose, a rat>moluranoside, 
2 -deoxy-2-f luoroglucose, 3-deoxy-3-f luoroglucose, 4-deoxy-4-f luoroglucose 

teSSSoat t0 2 T anOS ?' 2 - deo ^r laCt ° Se ' ^eoxyglucohL-l-eno-pyranose' 
tetrabenzoat 2-deoxyglucose, 6-deoxyglucose, 2 -deoxyglucose 6 -phosphate 
l-deoxymanno : erimycin, 6-deoxymannose, 1-deoxy-l-morpholinof ructose 

f r0alUt0l ' n 1 " deOXy " 1 - nitroaltito1 ' 1-deoxy-l-nitrogalactitol, 
1-deoxy-l-nitromanmtol, 1-deoxy-l-nitrosorbitol, 1-deoxy-l-nitrotalitol 
deoxynojirimycine 3 -deoxy-erythro-pentose, 2-deoxy-6-phosphogluconic acid 
5 _ nhoSh^ S % ^ deox ^ibose, 2-deoxy-alpha-ribose 1-phosphate, 2-deoxy"bose 

5 - phosphate, 5-deoxyxylofuranose, dextran, dextransulfate, dextrine dextrose 
diacetonefructose, diacetonemannitol , 3 , 4-di-o-acetyl-6-deoxyglucal deXtr ° Se ' 
di-o-acetylrhamnal, 2 , 3 -diamino-2 , 3 -dideoxy-alpha -gluco se , 

^ ln °" 2 " ethOX T aCridine lactate - l,3:4,6-di-o-benzylidene mannitol 
6,6'-dideoxy-6,6-difluorotrehalose, digalactosyl diglyceride, d^gaiacturonic acid 
D ; S ° XO f; ^-dihydrocoumarin-S-glucoside, dihydroxyacetone , SihySoxyacetone' 
phosphate, dihydroxyfumaric acid, dihydroxymalic acid, dihydroxy^artaric ^id 
dihydrozeatmriboside, 2 , 3 -diphosphoglycerolic acid, dithioerytSto* 
dithiothreitol, n-dodecyl beta-glucopyranoside, n-dodecyl beta-ml^oside dulcitol 
elem-gum endotoxin, epifucose, erythritol, erythro-pentulose, ery?hrose ery££ro Se 
4-phosphate, erythrulose, esculin, lV-beta-estradiol-S-glucuroAide 17-sulf ate 
estriole glucuronide, estron beta-glucuronide, ethodin, ethyl s ^fate, 
4-o-beta-D-galactopyranosyl) -beta-D-glucopyranoside 

^ l2 " aCeta ?^"!"°" (2 - acetamid °- 2 -deoxy-beta-glucopyranosyl) -6-o- (alpha - 
fucopyranosyl) -2-deoxy-beta-glucopyranoside (axpna 

oswf 2 h^f a ? ido " 2 " deox ^ 4 " 0 " (4 " 0 " alpha - galact °py^ 

osyl) -beta-glucopyranoside, ethyl cellulose ethylene glycol chitin ethyl 
4-o-(4-o-al P ha-galacto-pyranosyl-beta-galactopyranosyl)-beta g^ucopyranJsi de ethvl 
4-o-beta-galactopyranosyl-beta-glucopyranoside; ethyl pyruvate eE Y 
beta-thioglucoside, etiocholane-3alpha-ol-l7-on glucuronide ? ficSl^ 
!;"^° r °^" de ° xy ? luc ° se ' franguloside, fraxin, f ructosazine, beta- (-} fructose 
fructose-l,6-di P hosphate, fructose-2 , 6 -diphosphate , fructose-1 -phosphate 
fructose-6-phosphate, fucoidan, fucose, alpha" (-) -fucose-1 phosphate fucosylamine 
2--fucosyllactose ,3-fucosyllactose, fumaric acid, galactal P galacticol Y ' 
galactopyranosylamine, 3 -o-beta-galactopyranosyl -arabinos e , acCltol < 

galacturonic acid, beta-gentiobiose, glucan, glucitol, glucohepto nic acid 
1 o C llT° S V 9 lu «*«Pt«lo.e f gluconate 6-phosphate, gluconic acid ' 

"n" a P t 9 UC ° Pyran0Syl " beta " frUCt0furanoside ' S-o-alpha-glucopyr^nosylfr uctose 
1-o-alpha-glucopyranosyl-alpha-glucopyranoside, pyranosyirr uctose, 

4 -o-beta -glucopyranosylglucopyranose , 

4-0- (4-o- [S-o-alpha-glucopyranosyl-alpha-glucopyranosyl] - alpha -glucopyrano 
syl)glucopyranose, ( + ) glucosamine, alpha-glucosamine 6-2, 3-disulfate 
a ^r 9 J UCOSamine ^P 110 ^^. glucosamine 6-phosphate, glucosamine 2 -sulfate 
alpha-glucosamine 3-sulfate, glucosamine 6-sulfate, glucosamine acid glucose 
6 sutif^T 1 ' 6 - di P h ° s P ha ^- glucose 1-phosphate,' glucose 6 pno SP ^e 2l gf^e 
6-sulfate, glucuronamide, glucuronic acid, alpha-glu curonic acid i nhn.n hL! 
3 Phoson a t hyde i' S^™ 1 *^ 3-phosphate, glycerate" ""^ospLtt g^ycerate 
3-phosphate glyceralic acid, alpha-glycerophosphate, beta-glycerophosphate 
QlyoxyliA ?^° laldeh y de ' g^col chitosan, n-glycolyineuraminic aciS? gtycyric acid 
glyoxylic acid, guanosine, 5 • -diphosphoglucose, gulose, gums (accroides Zlr lilt' 
carrageenan damar, elemi, ghatti, guaile, guar, \araya, locust bonne masf ' ' 
pontianac, storax, tragacanth, xanthan) , heparin and heparin- like substances 
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^mesoglycan, sulodexide, etc.), heptakis (2 , 3 , 6-tri-o-methyl) -beta-cyclodextrin 
heptanoyl-N-methylglucamide, n-heptyl beta-glucopyranoside hesDeridin 

?6 b^L S e H ta " 9lU ^ Pyran ? Side ' hyalur ° n ic ac?d ' " -aSha-hydro^troSucuronide 
16-beta-hydroxyestron glucuronide, hydroxyethyl starch trong^ucuronide, 

8 y ^H^ r ° P ^ lm f thyl ; CellUlOSe ' 8 - h y dr °Winolin-beta-glucopyranoside 
8 -hydroxyquinolin glucuronide, idose, (-)-idose, indole-3- lactic acid 
indoxyl-beta-glucoside, epi-inositol , myo-inositol , myo-inositol biShosohate 
inositolhexi^Tf'h 71 P h ° S ? hate ' scyllo-inositol, ino sitolJexaphospnSe? ? ' 
inositolhexasulfate, myo-msoitol 2 -monophosphate, myo-inositol trisohosohate 

maltohexaose, maltooligosaccharide, maito£n1ao1e maltose phf f E! 6 ' 

1- phosphate maltotetraose, maltotriose, Llvidine-3 ?5-digiuco£de mande^onitril 
^sp^^ 

mIn^ lpha " mann ° PyranOSyl " mannopyranose ' al P ha (+) mannopyranosyl-l -phosphate 

2- (3'-methoxyphenyl)-N-acetylneuraminic acid, methyl' 

£:£™a d °a^^^ 

cellulose ^?Sf'^nhf ^ P " toluen r ulf 0nyl - alpha -9 luc °-Py ran °side, methyl 
3, 6-di-o- (alpha-mannopyranosyl) -alpha-mannopyranoside, 

methyl-3-o-beta-galactopyranosyl-beta-galactopyranoside, 

0 " me ^ hy ^ beta -9 alact °Py^osyl)glucopyranose, methyl 
4-o-beta-galactopyranosyl-beta-glucopyranoside, 

methyl -4 -o- (beta-galactopyranosyl -alpha-mannopyranoside 5--5-methv1a;,l a ,-^ 
methyl-4-o-alpha-mannopyranosyl-alpha-mannopyranoside,' methyl 

4-methylumbelliferyl-alpha-arabinofuranoside 7 beta-glucosamrnide, 

4-methylum-belli-feryl-alpha-arabinopyranoside, 

4-methylum-belliferyl-beta-cellobioside 

^"n^ hylU ^ liferyl " beta - n ' n, - diacetylchitobi °side, 4-methylumbellifervl 
Sirs?;:?™ 4 - met hylumbellif eryl beta-fucoside, 4-methJlumbenJf eryl 
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4-methyl-umbelliferyl2,3 ( 5-tri-o-benzyl-alpha-arabinofuranoside, 

li"I^? yl ^J b ? 11 J fe ^ 1 b ^ ta - x y loside ' m ethyl beta-xylopyranoside, 2-o-methylxylose, 
alpha -methylxyloside, beta-methylxyloside, metrizamide, 2 ■ -monophosphoadenosine 
5 -diphosphonbose, 2 • -monophosphoinosine 5 • -diphosphoribose, mucine, muraminic 
acid, naringine sodium lactate, sodium polypectate, sodium pyruvate, neoagarobiose 
neoagarohexaitol, neoagarohexaose, neoagarotetraose, beta-neocarrabiose 
neocarrabiose 4/l-sulfate, neocarrahexaose (2/4 , 4/1, 4/3 , 4/5) -tetrasulf ate 
neocarratetraose(4/l,4/3) -disulfate, neocarratetraose (4/1) -sulfate, neohesperidin 
dihydrochalcon, neohesperidose, neuraminic acid, neuraminic acid 

beta-methylglycoside, neuramine- lactose, nigeran, nigerantetrasaccharide, nigerose, 
n-nonyl glucoside, n-nonylbeta-glucopyranoside, octadecylthio-ethyl 
4-o-alpha-galactopyranosyl-beta-galactopyranoside, octadecylthioethyl 
4-o- (4-o- [6-o-alpha-glucopyranosyl-alpha-glucopyranosyl] -alpha-glucopyrano 
syl) -beta-glucopyranoside, octanoyl n-methylglucamide, n-octyl 
alpha-glucopyranoside, n-octyl -beta-glucopyranoside, oxidised starch, pachyman 
palatmose, panose, pentaerythritol, pentaerythritol diformal, 
1,2,3,4,5-pentahydroxy, capronic acid, pentosanpolysulf ate, perseitol 
phenolphthalein glucuronic acid, phenolphthalein mono-beta-glucosiduron phenyl 
2-acetamido-2-deoxy-alpha-galactopyranoside, ~ 
phenyl2 -acetamido-2 -deoxy-alpha-glucopyranoside , 

S^ P ? enyl " N ; aCetyl_9 ^ U f° Saminide ' beta "P h enyl N-acetyl-glucosaminide, phenylethyl 
beta-galactoside, phenyl beta-galactopyranoside, phenyl beta -galactoside, phenyl 
alpha-glucopyranoside phenyl beta-gluco-pyranoside, phenyl alpha-glucoside, phenyl 
beta-glucoside, phenyl beta-glucuronide, beta-phenyllactic acid, phenyl 
alpha-mannopyranoside, beta-phenylpyruvic acid, phenyl beta-thiogalactopyranoside 
phenyl beta-thiogalactoside, phospho (enol) pyruvate, ( + ) 2-phospho|lyceric acid? 
(-)3-phosphoglyceric acid, phosphohydroxypyruvic acid, 5 -phosphorylribose 

1 - pyrophosphate, phytic acid, poly-N-acetylglucosamine, polygalacturonic acid, 
polygalacturomc acid methyl ester, polypectate, sodium, polysaccharide, 
5beta-pregnane-3alpha, 2oalpha-diol glucuronide, 

n- P ropyl4 -o-beta-galactopyranosyl -beta-glucopyranoside , prunasine , psicose 
^•^f n ' ^ ino Jy 1 ; 8be ta : glucurc»nic acid, ( + ) raf f inose, alpha-rhamnose, rhapontine, 
ribitol ribonolacton, nbose, D-2-ribose, alpha-ribose 1-phosphate, ribose 

2 - phosphate, ribose 3 -phosphate, ribose 5 -phosphate, ribulose, 
ribulose-1, 5 -diphosphate, ribulose 6 -phosphate, 

Detailed Description Text (205) : 

saccharic acid saccharolactic acid, saccharose, salicin, sarcolactic acid, 
schardingers -alpha-dextrine, schardingers -beta-dextrine, sedoheptulosan 
=o^^° S K ^^-diphosphate, sialic acid, sialyllactose, sinigrine, sorbitol, 
sorbitol 6-phosphate, {+) -sorbose, (-)sorbose, stachyose, starch, storax, styrax 
sucrose, sucrose monocaprate, tagatose, alpha-talose, (-)-talose, tartaric acid ' 
testosterone-beta-glucuronide, 2 , 3 , 4 , 6-tetra-o-methyl-glucopyranose 
^^J UCOSld ^' l- th i°-beta-galactopyranose, beta-thioglucose, 5-thioglucose, 
l~< ^nW C ^ Se i P h ° sphate : threitol < threose, ( + )threose, (-)threose, thymidine 
5 -diphosphoglucose, thymin 1-beta-arabinofuranoside, tragacanth, (+) trehalose, 
trif luorothymm, deoxyriboside, ' 
3,3' , 5-trihydroxy-4 1 -methoxy-stilbene-3 -o-beta-gluco-side 

tH m^h^^i y i ! + ! ar f bi "° se ' trimethylsilyldulcitol, trimethylsilyl-beta (-) fructose, 
trimethylsilyl( + ) galactose, trimethylsilyl-alpha- (+) -glucose, 

trimethyl-silyl (+)mannitol, trimethylsilyl (+] rhamnose! trimethyl-silyl (-) sorbitol 
trimethylsilyl( +) xylose, rac-l-o-tritylglycerol, ( + )turanose, n-undecyl ,S ° rblto1 ' 
beta-gluco-pyranoside, uracil beta-arabinofuranoside, uridine 
5--diphospho-N-acetylglucosamine, uridine 5 • -diphospho-galactose, uridine 
5 -diphosphoglucose, uridine 5 • -diphospho-glucuronic acid, uridine 
5 -diphosphomarmose, uridine 5 > -diphosphoxylose, vancomycine, xanthan gum xylane 
xylite xylitol xylobiose, alpha -xylopyranosyl 1 -phosphate, xylose, a?Ta-x~ylose' 
1-phosphate, xylose 5 -phosphate, xylotriose, xylulose, xylulose 5 -phosphate yacca 
zeatine riboside, zinclactate, zymosan A, etc. pnospnate, yacca, 

Detailed Description Text (208) : 

Nucleotides which can be effectively transported with the aid of transf ersomes 
Mfo? P ^ S K adenine ' adenosine < adenosine-3-, 5 '-cyclic monophosphate ' 
N6,02 -dibutyryl, adenosine-3 ', 5 • -cyclic monophosphate, N6 , 02 • -dioctanoyl 
adenosine, n6-cyclohexyl, salts of adenosine-^ -diphosphate, ^^Y 1 ' 



Record Display Form 



http://westbrs:8002^ir^cgi-bin/accum_q..TDBD&action=PRESENT&p_L=20&p_u 



adenosine-5'-monophosphoric acid, adenosine-5 • -o- (3-thiotriphosphate) , salts of 
adenosme-5 1 -triphosphate, 9-beta-D-arabinoturanosyladenine, 
1-beta-D-arabinoturanosylcytosine, 9-beta-D-arabinoturanosylguanine 
9-beta-D-arabinoturanosylguanine 5 • -triphosphate, 1-beta-D-arabinoturanosylthymine 
5-azacytidme, 8-azaguanine, 3 • -azido-3 ' -deoxy thymidine, 6-beniylaminopurine 
cytidme phosphoramidite, beta-cyanoethyl diisopropyl, 
249802cytidine-5 • -triphosphate, 2 1 -deoxyadenosine, 2 ' -deoxyadenosine 
5 '-triphosphate, 2 1 -deoxycytidine, 2 1 -deoxycytidine 5 ■ -triphosphate, 
2 1 -deoxyguanosine, 2 • -deoxyguanosine 5 • -triphosphate, 2 • , 3 • -dideoxyadenosine, 
2\3'-dideoxyadenosine 5 ' -triphosphate, 2 • , 3 ' -dideoxycytidine, 2 3 • -dideoxycytidine 
5 -triphosphate, 2 ■ , 3 ' -dideoxyguanosine, 2 ' , 3 • -dideoxyguanosine 5 • -triphosphate, 
2 ,3'-dideoxyinosine, 2 ',3' dideoxy- thymidine, 2 • , 3 » -dideoxythymidine 
5 • -triphosphate, 2 1 , 3 1 -dideoxyuridine, N6-dimethylallyladenine, 
5-fluoro-2'-deoxyuridine, 5-fluorouracil, 5-f luorouridin, 5-f luorouridine 
5- -monophosphate, formycine A 5 ' -triphosphate , formycine B, guanosine-3 1 -5 ' -cyclic 
monophosphate, guanosine-5 ' -diphosphate-3 ' -diphosphate, 

guanosine-5 '-o- (2-thiotriphosphate) , guanosine-5 • -o- (3 • -thiotriphosphate) , guanosine 
5 -triphosphate, 5 • -guanylylimidodiphosphate, inosine, 5-iodo-2 1 -deoxyuridine 
nicotinamide-adenine dinucleotides, nicotinamide -adenine dinucleotides 
nicotinamide -adenine dinucleotide phosphate, oligodeoxythymidylic acid,' (p(dT)10) 
oligodeoiythymidylic acid (p (dT) 12-18) , polyadenylic acid (poly A) , polyadenylic 
acid-oligodeoxythymidynic acid, polycytidylic acid, 

poly(deoxyadenyl-deoxiythymidylic acid, polydeoxyadenylic-acid-oligodeoxythymidynic 
acid, polydeoxythymidylic acid, polyinosine acid-polycytidylic acid, polyuridynic 
acid ribonucleic acid, tetrahydrouridine, thymidine, thymidine-3 ', 5 ' -diphosphate 
thymidine phosphoramidite, beta-cyanoethyl diisopropyl, 606102 thymidine 
5 ' -triphosphate, thymine, thymine riboside, uracil, uridine 

^hoc n r 5 '"? iph S SP ^ 9lUC °^ e ' uridine 5 '-triphosphate, xanthine, zeatine, transeatine 
riboside, etc Further suitable polymers are: poly (DA) ss, poly (A) ss, poly(C) ss, 
poly(G) ss, poly(u) ss, poly (DA) - (DT) ds , complementary homopolymers , poly (D(A-T ) 
ds, copolymers, poly (DG) . (DC) ds, complementary homopolymers, poly (d(G-C)) ds 
copolymers poly (d(L-C)) ds copolymers, poly (I) -poly (C) ds, etc. An oligopeptide or 
a polypeptide preferably contains 3-250, frequently 4-100, and very often 4-50 amino 
aci^s which are mutually coupled via amide-bonds. Suitable amino acids are usu ally 
ot the alpha- and L-type; exceptions, however, such as in dermorphine are possible. 

Detailed Description Text (209) : 

Peptides with a particularly high biological and/or therapeutic significance, and 
which can also be combined with transfersomes, are, for example 

S~=S y ?"f a 'm a_A i a "' N-fce^-^a-Ala-Ala methyl ester, N-acetyl-Ala-Ala-Ala-Ala, 
N-acetyl-Asp-Glu, N-acetyl-Gly-Leu, Nalpha-Acetyl-Gly-Lys methyl ester acetate 
acetyl -hirudme fragments, acetyl-5-hydroxy-Trp-5-hydroxy-Trp amide 
des -acetyl -alpha-melanocyte stimulating hormone, 
N-Acetyl-Met-Asp-Arg-Val-Leu-Ser-Arg-Tyr, N-acetyl-Met-Leu-Phe 
acetyl-muramyl-Ala-isoGln, N-acetyl-Phe-Tyr, N-acetyl-Phe-norLeu-Arg-Phe amide 
N-acetyl-remne substrate tetradecapeptide, N-acetyl- transforming growth factor, 
adipokmetic hormone II, adjuvant peptide, adrenal peptide E, adrenocorticotropic 
hormone (ACTH 1-39, Corticotropine A) and its fragments such as 1 _ 4 ° cortlcotro P lc 
(Ser-Tyr-Ser-Met) , 1-10 (Ser-Tyr-Ser-Met-Glu-His-Phe-Arg-Trp-Gly) 1-17 i- 2 4 and 

AlfAl, 11 ^ 4 ',! 8 " 3 ^' Ala_Ala ' beta - Ala - A ^- Ala-Ala-Ala, Ma-Ala-iia methyl ester 
Ala-Ala-Ala-Ala, Ala-Ala-Ala-Ala-Ala, Ala-Ala-Ala-Ala-Ala-Ala, Ala-Ala-Phe 
7-amido-4-methylcoumarin, Ala-Ala-Phe p-nitroanilide, Ala-Ala- Val -Ala 
p-nitroanilide, Ala-Arg-Pro-Gly-Tyr-Leu-Ala-Phe-Pro-Arg-Met amide 
beta-Ala-Arg-Ser-Ala-Pro-Thr-Pro-Met-Ser-Pro-Tyr, Ala-Asn, Ala-Asp, Ala-Glu, 
Ala-gamma-Gln-Lys -Ala-Ala, Ala-Gly, beta-Ala-Gly 

A Jrr 1 y "^ U " G ^" Le ^ Ser " Ser " Pr °" Phe - Tyr - Ser - Leu -^a-Ala-Pro-Gln-Arg-Phe amide, 
S '? y f la -Gly-Ser-Glu, Ala-His, beta-Ala-His , Ala-isoGln-LyS-Ala-Ala, 
iltl IV r ft' beta " Ala - Leu ' Ala-Leu-Ala, Ala-Leu-Ala-Leu, Ala-Leu-Gly, Ala-Lys, 
IH pH T "i yS ; Ala ; M ^' N-^^ 13 " 1 -methyl-His, Ala-norVal, Ala-Phe, beL-Ala-Phe 
Ala-Phe-Lys 7-amido-4-methylcoumarin, Ala-Pro, Ala-Pro-Gly, Ala-sarcosine Ala-Ser 
Sr?™'^r; i " Th ?- A8N ;? Vr ; Tlir ' Ala-Ser-Thr-Thr-Thr-Asn-xir-Thr amid" Ma Thr f"' 
A i a nl P 'i t a : Ala " Tr P< Ala-Tyr, Ala-Val, beta-Ala-Val , beta-Ala-Trp-Met-Asp-Phe 
amide, alytesine, amanitine, amastatine, angiotensine I 

(Asp-Arg-Val-Tyr-Ile-His-Pro-Phe-His-Leu), II II (Asp-Arg-Val-Tyr-Ile-His-Pro-Phe) 
III and related peptides, angiotensine II antagonist, angiotensine II receptor 
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binding protein, angiotensin converting enzyme and its inhibitor (e.g. entipaine 
bestatine, chymostatine, E-64, elastatinal, etc.) anserine, antide, aprotinine 
arginine, vasopressine-Ala-Gly, Arg-Ala, 

Arg-Arg-Leu-Ile-Glu-Asp-Ala-Glu-Tyr-Ala-Ala-Arg-Gly, Arg-Asp, Arg-Glu, Arg-Gly 
Arg-Gly-Asp, Arg-Gly- Asp -Ser, Arg-Gly-Asp-Ser-Pro-Ala-Ser-Ser-Lys-Pro 
Arg-Gly-Glu-Ser, Arg-Gly-Phe-Phe-Tyr-Thr-Pro-Lys-Ala, Arg-His-Phe, Arg-Ile, Arg-Leu 
Arg-Lys, Arg-Lys-Asp-Val-Tyr, Arg-Phe, Arg-Phe-Asp-Ser, 

Arg-Pro-Pro-Gly-Phe-Ser-Pro-Phe-Arg, Arg-Ser-Arg, Arg-Ser-Arg-His-Phe, Arg-Val 
Asn-Pro-Asn-Ala-Asn-Pro-Asn-Ala, Asn-Pro-Asn-Ala-Asn-Pro-Asn-Ala-Asn-Pro-Asn-Ala 
alpha- Asp-Ala, Asp-Ala-Glu-Asn-Leu-Ile-Asp-Ser-Phe-Gln-Glu-Ile-Val, Asp-Asp 
alpha -Asp -Glu, alpha -Asp -Gly, beta-Asp-Gly, beta-Asp-His , Asp-Leu amide, 
beta-Asp-Leu, alpha - Asp -Lys, alpha -Asp - Phe amide, alpha-Asp-Phe, alpha-Asp-Phe 
methyl ester, beta-Asp-Phe methyl ester, alpha-Asp-Ser-Asp-Pro-Arg, Asp-Val 
beta-Asp-Val, atrial natriuretic peptide, especially its fragments 1-32 and' 5-28 
atriopeptine I, II and III, auriculine A and B, beauvericine, beniotript, bestatine, 
N-benzylated peptides, big gastrine I, bombesine, (D-Phel2 , Leul4) (Tyr4) , 
(Lys3) -bombesine, (Tyr4) -bombesine, adrenal medulla docosapeptide and dodecapeptide 
Bradykinine (Arg-Pro-Pro-Gly-Phe-Ser-Pro-Phe-Arg) and related peptides, Bradykinine' 
potentiators, brain natriuretic peptide, buccaline, bursine, S-t-butyl-Cys 
caeruleine, calcitonine, calcitonine gene related peptide I and II, calmoduline 
binding domain, N-carboxymethyl-Phe-Leu, N- ( (R, S) -2-carboxy-3 -phenyl -propionyl) Leu 
cardioactive peptides A and B, carnosine, beta-casomorphine, CD4, cerebelline 
N-chloroacetyl-Gly-Gly, chemotactic peptides such as formylated substances 
cholecystokinine fragments, e.g., cholecystokinine octapeptide, coherine etc. 

Detailed Description Text (213) : 

?^° r ! dUCt o SeS ' SUCh as: alcoho1 dehydrogenase (l.l.l.l), alcohol dehydrogenase 
(NADP dependent) (1.1.1.2), glycerol dehydrogenase (1.1.1.6), glycerophosphate 
dehydrogenase (1.1.1.8), xylulose reductase (1.1.1. 10), polyol dehydrogenase 
1.1.1.14), sorbitol dehydrogenase (1.1.1.14), myo-inositol dehydrogenase 
(1.1.1.18), uridine 5 ' -diphosphoglucose dehydrogenase (1.1.1.22), glyoxalate 
reductase (1.1.1.26), lactate dehydrogenase (1.1.1.27), lactate dehydrogenase 
1.1.1.28), glycerate dehydrogenase (1.1.1.29), beta-hydroxybutyrate dehydrogenase 
1.1.1.30 , beta-hydroxyacyl CoA dehydrogenase (1.1.1.35), malate dehydrogenase 
(1.1.1.37), malate enzyme (1.1.1.40), isocitric dehydrogenase (1.1.1.42) 
6-phosphogluconate dehydrogenase (1.1.1.44), glucose dehydrogenase (111 47) 
beta -galactose dehydrogenase (1.1.1.48), glucose -6 -phosphate dehydrogenase 
i 1 ■ 1 - 1 - 49) ' 3 alpha "hydroxys teroid dehydrogenase (1.1.1.50), 3beta-hydroxysteroid 
dehydrogenase (1.1.1.51), 3alpha, 2beta-hydroxysteroid dehydrogenase (111 53) 
3-phosphoglycerate dehydrogenase (1.1.1.95), fucose dehydrogenase (111 122) ' 
lactate dehydrogenase (cytochrome) (1.1.2.3) , glucose oxidase (1.1.3.4), cholesterol 
oxidase (1.1.3.6), galactose oxidase (1.1.3.9), alcohol oxidase (1.1 3 13) 
glycolate oxidase (1.1.3.15), choline oxidase (1.1.3.17), glycerol -3 -phosphate 
oxidase (1.1.3.21), xanthine oxidase (1.1.3.22), alcohol dehydrogenase (1 1 99 8) 
fructose dehydrogenase (1.1.99.11), formaldehyde dehydrogenase (1.2.1 1) formate' 
dehydrogenase (1.2.1.2), aldehyde dehydrogenase (1.2.1.5), 

glyceraldehyde-3 -phosphate dehydrogenase (1.2.1.12), gabase (1.2.1.16), pyruvate 
oxidase (1.2.3.3), oxalate oxidase (1.2.3.4), dihydroorotate dehydrogenase 
(1.3.3.1), lipoxidase (1.3.11.12), alanine dehydrogenase (1.4.1.1), glutamic 
dehydrogenase (1.4.1.3), glutamate dehydrogenase (NADP) (1.4.1.4), L-amino acid 

oxidase (1.4.3.2), D -amino acid oxidase (1.4.3.3), monoaminoxidase (1.4.3 4) 

diammoxidase (1.4.3.6), dihydrof olate reductase (1.5.1.3), 

™i 0 - meth y len f tetrahydrof olat dehydrogenase (1.5.1.5), saccharopine dehydrogenase 

(1.5.1.7), octopine dehydrogenase (1.5.1.11), sarcosine oxidase (1.5 3 1) 
sarcosme dehydrogenase (1.5.99.1), glutathione reductase (1.6.4 2) 
ferridoxin-NADP+ reductase (1.6.7.1), NADPH-FMN oxidoreductase d.6'99 1) 
cytochrome c reductase (1.6.99.3), NADH-fmn oxidoreductase (1 6 99 3) 
dihydropteridin reductase (1.6.99.7), uricase (1.7.3.3), diaphorase (18 14) 
lipoamide dehydrogenase (1.8.1.4), cytochrome oxidase (1.9.3.1), nitrate reductase 
P henolase d-10.3.1), ceruloplasmine (1.10.3.2), ascorbate oxidase 
1.10.3.3 , NADH peroxidase (l.ll.l.i), catalase (1.11.1.6), lactoperoxidase 
(1.11.1.7), myeloperoxidase (1.11. 1.7), peroxidase (1.11.1.7), glutathione 
peroxidase (1.11.1.9), chloroperoxidase (l.ll.l.io), lipoxidase (l 13 1 12) 
protocatechuate 3 , 4-dioxygenase (1.13.11.3), luciferase (glow-worm) (l 13 12 7) 
salicylate hydroxylase (1.14.13.7), p-hydroxybenzoate hydroxylase (1 14 13 2) ' 
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lucif erase (bacterial) (1.14.14.3), phenylalanine hydroxylase (1.14.16 1) 
dopamine -beta -hydroxylase (1.14.17.1), tyrosinase (1.14.18.1), superoxide ' dismutase 
(1.15.1.1), ferredoxine-NADP reductase (1.18.1.2), etc.. Transferases, such as- 
catecholic o-methyltransf erase (2.1.1.6), phenylethanol- amine N-methyl -transferase 
(2.1.1.28), aspartate transcarbamylase (2.1.3.2), ornithine carbamyl trans f erase 
(2.1.3.3), transketolase (2.2.1.1), transaldolase (2.2.1.2), choline 
acetyltransf erase (2.3.1.6), carnitine acetyltransf erase (2.3.1.7), 
phosphotransacetylase (2.3.1.8), chloroamphenicol acetyltranf erase' (2 . 3 . 1 28) 
kanamycine 6 ' -acetyltransf erase (2.3.1.55), gentamicine acetyltransf erase 
(2.3.1.60), transglutaminase (2.3.2.13), gamma -glutamyl transpeptidase (2 3 2 2) 
phosphorylase A (2.4.1.1), phosphorylase B (2.4.1.1), dextransucrase (2.4 1 5) ' 
sucrose phosphornase (2.4.1.7), glycogen synthase (2.4.1.11), uridine 
6'-diphosphoglucuronyltransferase (2.4.1.17), galactosyl transferase (2.4.1 22) 
nucleoside phosphorylase (2.4.2.1), orotidine- 5 ' -monophosphate pyrophosphorylase 
2.4.2.10), glutathione s -transferase (2.5.1.18), glutamine-oxalate transaminase 
2.6.1.1 , glutamic-pyruvate transaminase (2.6.1.2), gabase (2.6.1.19), hexokinase 

(2.7.1.1) , galactokinase (2.7.1.6), fructose -9 -phosphate kinase (2.7.1 11) 
gluconate kinase (2.7.1.12), phosphoribulokinase (2.7.1.19), NAD kinase 

(nicotinamide adenine dinucleotide kinase) (2.7.1.23), glycerokinase (2.7.1 30) 
choline kinase (2.7.1.32), protein kinase (3 ■ : 5 ' -cyclic-AMP dependent) (2.7 1 37) 
phosphorylase kinase (2.7.1.38), pyruvate kinase (2.7.1.40), f ructose-9-phosphate ' 
kinase (pyrophosphate dependent) (2.7.1.50), acetate kinase (2.7.2.1), carbamate 

^ n n S * ^' 7 ' 2 ' 2) ' 3-phosphoglyceric phosphokinase (2.7.2.3), creatine phosphokinase 

(2.7.3.2) , etc . 

Detailed Description Text (214) : 

Transpeptidases, such as: esterase (3.1.1.1), lipase (3.1.1.3), phospholipase A 
(3.1.1.4), acetylesterase (3.1.1.6), cholinesterase, acetyl (3 117) 
cholineesterase, butyryl (3.1.1.8), pectinesterase (3.1.1.11), cholesterol esterase 
(3.1.1.13), glyoxalase ii (3.1.2.6), phosphatase, alkaline (3.1.3.1), phosphatase 
acid (3.1.3.2), 5 ' -nucleotidase (3.1.3.5), 3 • -nucleotidase (3.1.3 6) 
glucose- 6 -phosphatase (3.1.3.9), fructose-1, 6-diphosphatase (3.1.3.11), phytase 
(3.1.3.26), phosphodiesterase i (3.1.4.1), glycerophosphorylcholine (3.1.4.2) 
phospholipase C (3.1.4.3), phospholipase D (3.1.4.4), deoxyribonuclease I (3.1 4 5) 
deoxynbonuclease II (3.1.4.6), ribonuclease Nl (3.1.4.8), sphingomyelinase 
3.1.4.12), phosphodiesterase 3' :5' -cyclic (3.1.4.17), phosphodiesterase II 
3.1.4.18), endonuclease (3.1.4.21), ribonuclease A (3.1.4.22), ribonuclease B 
3.1.4.22), 3 ' -phosphodiesterase 2 ': 3 ' -cyclic nucleotide (3.1.4.37), sulfatase 
(3.1.6.1), chondro-4 -sulfatase (3.1.6.9), chondro-6-sulf atase (3.1 6 10) 
ribonuclease T2 (3.1.27.1), ribonuclease Ti (3.1.27.3), ribonuclease u2 (3 1 27 4) 
nuclease (3.1.30.1), nuclease, (from micrococces) (3.1.31.1), alpha-amylase 
(3.2.1.1), beta-amylase (3.2.1.2), amyloglucosidase (3.2.1.3), cellulase (3 2 14) 
lammannase (3.2.1.6), dextranase (3.2.1.11), chitinase (3.2.1.14), pectinase 
(3 2.1.15), lysozyme (3.2.1.17), neuraminidase (3.2.1.18), alpha-glucosidase , 
maltase (3.2.1.20), beta-glucosidase (3.2.1.21), alpha-galactosidase (3.2.1 22) 
beta-galactosidase (3.2.1.23), alpha-mannosidase (3.2.1.24), beta-mannosidase ' 
W'l'^'ll ' i nvert f se (3.2.1.26), trehalase (3.2.1.28), beta-N-acetylglucosaminidase 

■ ' L ' beta-glucuronidase (3.2.1.31), hyaluronidase (3.2.1.35), betaxylosidase 
3.2.1.37 , hespendinase (3.2.1.40), pullulanase (3.2.1.41), alpha-fucosidase 
3.2.1.51), mycodextranase (3.2.1.61), agarase (3.2.1.81), endoglycosidase F 
(3.2.1.96), endo-alpha-N-acetylgalactosaminidase (3.2.1.97), NADase (nicotinamide 
adenine glycopeptidase) F (3.2.2.5), dinucleotidase (3.2.2.18), thiogluc (3 2 3 1) 
s-adenosylhomocystein-hydrolase (3.3.1.1), leucin-aminopeptidase, (from cytosol) ' 

(3.4.11.1) , leucin-aminopeptidase, microsomale (3.4.11.2), 
pyroglutamateaminopeptidase (3.4.11.8), carboxypeptidase a (3 4 12 2) 
carboxypeptidase B (3.4.12.3), prolidase (3.4.13.9), cathepsin C (3 4'l4 l) 
carboxypeptidase W (3.4.16.1), carboxypeptidase A (3.4.17.1), carboxypeptidase B 

(3.4.17.2) , alpha-chymotrypsin (3.4.21.1), betachymotrypsin (3 4.21 1) 

gamma -chymotrypsin (3.4.21.1), delta-chymotrypsin (3.4.21.1), trypsin (3 4 21 4) 
thrombin (3.4 21.5), plasmin (3.4.21.7), kallikrein (3.4.21.8), enterokinase ' ' 
(3.4.21.9), elastase from pancreas (3.4.21.11), protease (subtilisin) (3 4 21 14) 
urokinase (3.4.21.31), elastase from leucocytes (3.4.21.37), cathepsin B 
3.4.22.1), papain (3.4.22.2), ficin (3.4.22.3), bromo-elain (3 . 4 . 22 . 4 ),' chymopapain 
(3.4.22.6), clostnpam (3.4.22.8), proteinase A (3.4.22.9), pepsine (3 4 23 1) 
renme (3.4.23.4), cathepsin D (3.4.23.5), protease (aspergillopeptidase) ' ' 
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(3.4.23.6), collagenase (3.4.24.3), collagenase (3.4.24.8), pinguinain (3.4.99 18) 
renine (3.4.99.19) urokinase (3.4.99.26), asparaginase (3.5.1.1), glutaminase ' 
3.5.1.2) urease (3.5.1.5), acylase i (3.5.1.14), cholylglycine hydrolase 
(3.5.1.24), urease (ATP-hydrolyzing) (3.5.1.45), penicillinase (3.5.2.6) 
cephalosporinase (3.5.2.8), creatininase (3.5.2.10), arginase (3.5.3.1), creatinase 
(3.5.3.3), guanase (3.5.4.3), adenosine-deaminase (3.5.4.4), 5 ' -adenylate 
acid-deaminase (3.5.4.6), creatinine deiminase (3.5.4.21), anorganic pyrophosphatase 
(3.6.1.1), adenosine 5 ' -triphosphatase (3.6.1.3), apyrase (3 6 15) 
pyrophosphatase, nucleotide (3.6.1.9), etc. 

Detailed Description Text (215) : 

Lyases, such as: pyruvate-decarboxylase (4.1.1.1), oxalate decarboxylase (4.1 l 2) 
oxalacetate decarboxylase (4.1.1.3), glutamic decarboxylase (4.1.1.15), ornithine ' 
decarboxylase (4.1.1.17), lysine decarboxylase (4.1.1.18), arginin decarboxylase 
(4.1.1.19), histidme decarboxylase (4.1.1.22), orotidine 5 1 -monophosphate 
decarboxylase (4.1.1.23), tyrosine decarboxylase (4.1.1.25), phospho (enol) pyruvate 
carboxylase (4.1.1.31), ribulose-1, 5-diphosphate carboxylase (4 11 39) 
phenylalanine decarboxylase (4.1.1.53), hydroxymandelonitrilelyase (4 12 11) 
aldolase (4.1.2.13), N-acetylneuramine acid aldolase (4.1.3.3), etc. citrate lyase 
(4.1.3.6), citrate synthase (4.1.3.7), tryptophanase (4.1.99.1), isozymes of 
^ r o°?^\f YdraSe f*- 2 - 1 - 1 )' fumarase (4.2.1.2), aconitase (4.2.1.3), enolase 
(4.2.1.11), crotonase (4.2.1.17), delta-aminolevulinate dehydratase (4 2 1 24) 
chondroitmase ABC (4.2.2.4), chondroitinase AC (4.2.2.5), pectolyase (4 2 2 10) 
aspartase (4.3.1.1), histidase (4.3.1.3), phenylalanine ammonia-lyase (4.3 1*5) ' 
^ 9 ^ n cf UC - inate lyaS£ ( 4 - 3 - 2 - 1 )' adenylosuccinate lyase (4.3.2.2), glyoxalase' II 

>1 5) ' lsomerase s, such as: ribulose-5- -phosphate 3-epimerase (5.1.3.1), uridine 
5 -diphosphogalactc.se 4-epimerase (5.1.3.2), mutarotase (5.1.3.3), triosephosphate 
isomerase (5 3.1.1), phosphor iboisomerase (5.3.1.6), phosphomannose isomerase 
ib. 3. 1.8), phosphoglucose isomerase (5.3.1.9), tautomerase (5 3 2 1) 
phosphoglucomutase (5.4.2.2), ligases, e.g.: aminoacyl-tRNA synthetase (6.1 1 ) 
s-acetyl coenzyme A synthetase (6.2.1.1), succinic thiokinase (6.2.1.4), glutamine 
synthetase (6.3.1.2), pyruvate carboxylase (6.4.1.1), etc. 9 

Detailed Description Text (216) : 

The following are amongst others, referred to as proteases: aminopeptidase M, amino 

acid-arylamidase, bromo-elaine, carboxypeptidase A, carboxypeptidase B 

ciSS!™£/2?« P ' c " box yP e P t } dase Y - cathepsine C, chymotrypsine, collagenases, 
tti^n ^ ' ? lspase : el astase, endoproteinase Arg-c, endoproteinase Asp-n 
sequencing grade, endoproteinase Glu-c (proteinase V8) , endoproteinase Glu-c 
sequencing grade, endoproteinase Lys-c, endoproteinase Lys-c sequencinq qrade 
endoproteinases, factor Xa, ficine, kallikrein, leucine-aminopeptidase; papaine 
pepsine, plasmm, pronase, proteinase K, proteinase V8 (endoproteinase Glu-c) ' 
pyroglutamate- aminopeptidase, pyroglutamate-aminopeptidase, restriction protease 
factor Xa, subtilisine, thermolysine, thrombine, trypsine, etc. 

Detailed Description Text (218) : 

S[ C i aSS ° f P r ° tei ns, which are important in the context of this invention, are 
lectins Plants, and sometimes also animal, tissues are suitable sources of lectins- 
l^ltl™ a 7 c °* venient sources are Abrus pregatorius, Agarigus bisporus, Agrostemma 
githago , Anguilla anguilla, Arachis hypogaea, Artogarpus integrif olia, Bandeiraea 
liZrltrt^ 1 ^ 8 ' 1 ^ J? - "' (Griffonia -i-pllcifSli!) . Banhlula purpurea clragana 
tSberian D : a ^^) ar p e H inUm ; Canava ^ ia ensiformis <j«* bean), Caragana arborescens 
(Siberian pea tree) , Codium fragile (green algae) , Concanavalin A (Con A) , Cytisus 
scoparius, Datura stramonium, Dolichos biflorus, Erythrina corallodendron Euonymus 
europaeus, Gelomum multiflorum, Glycine max (soy), Griffonia simplicif olia Helix 
aspersa (garden snail). Helix pomatia (escargot) , Laburnum alpinum, Lathyrus 
TS^?' t G ? S c ^^ naris (lentil), Limulus polyphemus, Lycopersicon esculentum 
(tomato), Lotus tetragonolobus , Luffa aegyptiaca, Maclura pomifera (Osaga orange) 

Sfv 1C %? ara M tla I 131 "" P6ar mel ° n) ' Naja ""cartbique (Mozambiquan cSrSTSji 
Na : a kaouthia, Mycoplasma gallisepticum, Perseau americana (avocado), Phaseolus 
coccineus (beans), Phaseolus limensis, Phaseolus lunatus, Phaseolus vulgaris 
Phytolacca americana, Pseudomonas aeruginosa PA-I, Pisum sativum (pea) , Ptilota 
(ll^ hf! al 9 a eK,Psophocarpus tetragonolobus (winged bean), Ricinus communis 
. an ' Robima pseudoacacia (false acacia, black locust), Sambucus nigra 
(clematis), Saponaria officinalis, Solanum tuberosum (potato), Sophora japonica 
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Tetragonolobus purpureas (winged or asparagus pea) , (Lotus tetragono lobus) 
Tritigum vulgaris (wheat germ), Ulex europaeus, Vicia faba, Vicia sativa, vicia 
villosa, Vigna radiata, Vis cum album (mistle) , Wisteria floribunda, etc. 

Detailed Description Text (294) : 

Increasing volumes of Tween 80 are pipetted into appropriate volumes of an alcoholic 
PC solution. This gives rise to a concentration series with 12.5 through 25 mol-% 
surfactant (L/S=4-8) . In addition to this, samples with L/S=2 and 3 are also made 
After the addition of buffer, lipid vesicles are formed spontaneously: prior to 
further use, these are made somewhat smaller, with the aid of a 0.8 micrometer 
filter. ' 

Detailed Description Text (301) : 

First Tween 80 and subsequently phosphate buffer are added to appropriate quantities 
of PC. The resulting mixture is agitated at room temperature for 4 days. The further 
procedure is as described in examples 40-49. 

Detailed Description Text (337) : 

A 10% PC-suspension in isotonic solution of sodium chloride is homogenized at 
22. degree. C. until the mean size of lipid vesicles is approx. 400 nm. This 
suspension is then distributed in aliquots of approx. 4.8 ml. A sufficient volume of 
Triton X-100 is pipetted into each of these aliquots to give a concentration series 
with nominal PC/Triton ratios in the range of 0.25 through 4 in steps of 0 5 All 
resulting samples are occasionally mixed and incubated at 4. degree. C. for 14 days. 

Detailed Description Text (339) : 

The optical density (OD (400 nm) ) of a lipid -triton mixture after a 10-fold dilution 
provides insight into the vesicle solubilization; this is represented in the right 
panel of FIG. 8. The solubilization limit is approx. 2 triton molecules per 
PC-molecule. Right below this limit, the optical density (OD (400 nm))--and thus the 
vesicle diameters- -attain the greatest values. At PC/triton ratios higher than 
2,5/1, the change in the optical density of given suspensions is only minimal. 

Detailed Description Text (341) : 

In order to evaluate the permeation capability of the resulting lipid vesicles and 
transfersomes all suspensions were pressed through fine-pore filters (0 22 
micrometer), as described in examples 1-13. The required pressure increases 
gradually with the decreasing total triton concentration in the suspension; for L/S 
ratios higher than 2/1 this significantly limits the permeation capability of 
carriers. 1 

Detailed Description Text (428) : 

In order to assess the biological activity of insulin, approx. 2 hours before the 
sample application, a permanent, soft catheter is placed into a vein in the riqht 
hand. Every 15-45 minutes, 1-1.5 ml of blood are collected from this catheter; the 
first 0 5-1 ml thereof are discarded; the remaining 0.5 ml are measured with a 
standard enzymatic glucose test. In each case three determinations with three to 
four independent specimens are made. The corresponding experimental data is 
summarized in FIG. 13. It shows that transfersomes mediate a significant 
hypoglycemia in the peripheral blood some 90 minutes after the drug application- 
this effect lasts for approx. 2 hours and amounts to approx. 50% of the magnitude of 
the hypoglycemic effect of a comparable dose of subcutaneous ly applied insulin- the 
effect of the former lasts 200% longer, however. 

Detailed Description Text (445) : 

Different amounts of phospholipid and surfactant in each experiment are weighed or 
pipetted into 25 ml of buffer at ratios which yield suspensions with 0-32,5 mol-% of 
|we|n 80 and a constant total lipid concentration of 2%. Specimens are sterilized by 
filtering, filled into sterile glass vials and aged for 4 through 34 days. Then the 
optical density of each sample is determined. This depends strongly on surfactant 
concentration but hardly on time within the framework of measuring conditions. 

Detailed Description Text (448) : 

This procedure is an alternative or a supplement to the permeation resistance 
measurements as described in examples 40-49. FIG. 16 shows, for example, that the 
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amount of surfactant required for good mechanical def ormability in the case of Tween 

80 is 2-3 times lower than the corresponding solubilization concentration This 

result is in good accord with the results of the permeation experiments. 

Detailed Description Text (462) : 

Appropriate quantities of both lipids are dissolved in corresponding amounts of 
ethanol and mixed with a standard solution of insulin. 12 hours later, the crude 
carrier suspension is homogenized by means of filtration. Average vesicle diameter 
is 225. +-.61 nm and nominal insulin concentration is 83 I.u. Over an area of appr 
10 square centimeters on the right forearm 0.36 ml (30 I.U.) of insulin in 
transf ersomes are distributed. Blood samples are taken every 10 minutes through a 
heparinized soft catheter positioned in a vein in the right forearm; the first 0 5 
ml are always discarded; the following 0.5-0.8 ml of each sample are sedimented and 
immediately frozen; the remainder of each sample is used for the determination of 
blood glucose concentration during the experiment. 

Detailed Description Text (464) : 

These liposomes with a relatively high surfactant concentration have only a very 
limited capability of transporting insulin across skin, as is seen from FIG 17 
Depending on the choice of data used for evaluation, the lowering of the blood 
9 lucose level does n °t exceed 2 to 5 mg/dl over a period of 30-40 minutes at the 
most. The effect of a comparable subcutaneous injection is 50 to 200 times higher 
Surfactant -containing liposomes, which have not been optimized with regard to their 

transf ersomal^ properties, are consequently poorly suited for the use as carriers 
in the case of dermal applications. Surfactant concentration in such carriers thus 
cannot mediate an optimal agent permeation through skin. 

Detailed Description Text (473) : 

It is advantageous if an edge active substance is a nonionic, a zwitterionic an 
anionic or a cationic surfactant. It can also contain an alcohol residue; quite 
suitable components are long-chain fatty acids or fatty alcohols, 
alkyl-trimethyl-ammonium-salts, alkylsulf ate-salts , cholate-, deoxycholate- 
glycodeoxycholate-, taurodeoxycholate-salts, dodecyl -dimethyl -aminoxide, decanoyl- 
or dodecanoyl-N-methylglucamide (MEGA 10, MEGA 12), N-dodecyl-N, N-dimethylglycine 
3- (hexadecyldimethylammonio) -propanesulf onate , N-hexadecylsulfobetaine, 
nonaethyleneglycol-octylphenylether, nonaethylene-dodecylether, 
octaethyleneglycol-isotridecylether, octaethylene-dodecylether! polyethylene 
glycol -2 0-sorbitane-monolaurate ( Tween 20) , polyethylene 

glycol -2 0-sorbitane-monooleate ( Tween 80), polyhydroxyethylenecetylstearylether 
(Cetomacrogo, Cremophor O, Eumulgin, C 1000) polyhydroxyethylene-4-laurylether (Brii 

30) , polyhydroxyethylene-23-laurylether (Brij 35), polyhydroxyethylene-8-stearate 
(Myrj 45, Cremophor AP) , polyhydroxyethylene-40-stearate (Myrj 52) 

polyhydroxyethylene-100-stearate (Myrj 59), polyethoxylated castor'oil 40 (Cremophor 
EL), polyethoxylated hydrated castor oil, sorbitane-monolaurate (Arlacel 20 Span 
20), especially preferred decanoyl- or dodecanoyl-N-methylglucamide, lauryl- or 
oleoylsulf ate-salts, sodiumdeoxycholate, sodiumglycodeoxycholate , sodiumoleate 
sodiumelaidate, sodiumlinoleate, sodiumlaurate, nonaethylene-dodecylether 
polethylene -glycol -2 0-sorbitane-monooleate ( Tween 80), polyhydroxyethylene-23 -lauryl 
ether (Brij 35), polyhydroxyethylene-40-stearate (Myrj 52), sorbitane-monolaurate 
(Arlacel 20, Span 20) etc. 

Detailed Description Text (495) : 

At irregular intervals of between 15 and 40 minutes, blood samples are drawn from a 
soft i.v. catheter placed in the left forearm. The determination of the blood 
glucose level is performed as described in example 166. 

Detailed Description Text (496) : 

The course in time of the transfersome mediated hypoglycemia is represented in FIG 
18. The blood glucose level decreases approx. 1.5 hours after drug application by 
some 10 mg/ml; this artificial hypoglycemia lasts for 4 hours at least and thus 
attains 70-80% of the value which can be achieved by a subcutaneous application of a 
comparable amount of the drug Actrapid. The results of control experiments in which 
tne insulin containing transf ersomes are injected subcutaneously are shown as 
crosses in this figure. The total effect in the latter case is similar to that 
induced by the free drug injected s.c. 
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Detailed Description Text (502) : 

Starting glucose concentration in the blood of a test person (70 kg, 37 years 
normoglycemic, starved for 24 hours) is measured over a period of 90 minutes for 
reference. Subsequently, the above-mentioned transfersome suspension with a nominal 
concentration of 85 I.U. insulin/ml, which has been aged for 12 hours at 4 degree 
C, is applied on the right forearm skin (approx. 330 .mu.l over an area of approx 
15 cm. sup. 2); this corresponds to a total applied dose of 28 I.U. 

Detailed Description Text (504) : 

Blood specimens are collected through a heparinized, permanent, soft catheter placed 
in a vein in the left forearm; 0.5 ml of each sample are sedimented and immediately 
frozen for further use. The remaining volume is used for the in situ determination 
of the blood glucose concentration by an enzymatic method. The measured glucose 
concentration decreases by approx. 8 mg/dl after approx. 2.5 hours and remains 
diminished for more than 4.4 hours. This corresponds to 75% of the maximally 
achievable effect, as concluded from control experiments performed by injecting 
insulin s.c. The pharmacokinetics of this experimental series is represented in FIG. 

Detailed Description Text (518) : 

The resulting decrease of the blood glucose level after 4 hours amounts to 7.8 mq/dl 
and after 6 hours to 8 . 5 mg/dl. It is thus comparable to the result obtained in 
experiment no. 238. 

Detailed Description Text (530) : 

The results of these two experiments are given in FIG. 21. They show that 
preparations with a relatively high surfactant concentration (Sample 1, L/S=3/l) can 
cause a hardly significant decrease in the blood glucose level; transf ersomes close 
to their optimum, however, with a surfactant concentration lower by approx 30% 
(L/S=4.5/l), cause a very pronounced ^hypoglycemia^ which lasts for many hours. 

Detailed Description Paragraph Table (5) : 

301.3-335.4 mg phosphatidylcholine from 

soy-bean (+95% = PC) 123.3-80.8 .mu.l Tween 80 (puriss.) 0.38-0.42 ml ethanol 
absolute 4.5 ml phosphate buffer, isotonic, sterile 



Detailed Description Paragraph Table (6) : 

— — — 314.2-3 35.4 mg soy-bean phosphatidylcholine 

(+95% = PC) 107.2-80.8 ml Tween 80 (puriss.) 4.5 ml phosphate buffer, isotonic, 



Detailed Description Paragraph Table (11) : 

_ — _ 121.2-418.3 mg phosphatidylcholine from 

soy-bean (Grade I, PC) 378.8-81.7 mg Triton X-100 4.5 ml 0.9% NaCl solution in water 

Detailed Description Paragraph Table (26) : 

— — — — — — 1.1-2 mg phosphatidylcholine from soy-bean 

(+95% = PC) 0-32.5 mol-% Tween 80 pH 7.2 isotonic phosphate buffer 

Other Reference Publication (11) : 

E.C Katoulis et al., "Efficacy of a New Needleless Insulin Delivery System 
To!^n^ in ? I Glucose Fluctuations and Free Insulin Levels" on International 

Journal of Artifical Organs vol. 12, No. 5, 1989, pp 333-338. (Exhibit L) . 

CLAIMS : 

29. The method of claim 1, wherein said surfactant is selected from the group 
consisting of lysophosphatidic acid, lysophosphoglycerol , deoxycholate 
glycodeoxycholate, laurate, myristate, oleate, palmitoleate , phosphate salts 
thereof, sulfate salts thereof, a Tween -surf actant and a Myrj -surf actant 
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Brief Summary Text (7) : 

IJh !^°'i eraiCal ^ teractions occurring at cell surfaces between bacterial membranes 
and their surroundings are complex and not well understood. Certain bacterial 
IZlttL onfT^ and Secreted Products have been suggested to contribute to tissue 
and converts thf tlT secreted P roduc ts, streptokinase, is a plasminogen activator 
and converts the host zymogen plasminogen to the active protease, plasmin (Siefrinq 
Castellino [1976] J. Biol. Chem. 251:3913-3 920). Alt hough classical^ 9 ' 
described as the enzyme responsible for fibrin degradation, plasmin is a serine 
protease, with trypsin-like specificity and has activity for a broad range of 
substrates Plasmin can degrade several mammalian extracellular matrix proteins 
such as fibronectin and laminin, and can enhance collagenase activity (Liotta, L. 
A R H Goldfarb, R. Brundage [1981] Cancer Res. 41:4629-4636). Therefore, the 
ability to generate and capture active plasmin may contribute to the invasive 
propensity of certain streptococcal strains. The interaction of plasmin with group A 
streptococci has high affinity (K.sub.d, 10. sup. -10 M) and is specific for pllsmin 
with no significant binding demonstrated for structurally related protein^ PlaSmin ' 
(Broeseker , T . A., M. D . P. Boyle, R . Lottenberg [1988] Microb. Pathog 5 19-27- 
DesJardm, L. E . , M. D. P. Boyle, R. Lottenberg [1989] Thromb. Res. It. 187-193K 

Brief Summary Text (8) : 

Jimiiarftv e ?o h ^ in i' th ? » lasmin "ceptor of the subject invention has significant 

Lpdh fl^y^ enzyme glyceraldehyde 3 -phosphate dehydrogenise 
(GAPDH) . GAPDH is a key enzyme involved in glucose metabolism and has been the 
subject of many genetic studies. Multiple copTe^f GAPDH genes have been identified 
for mammals with many described as pseudogenes (Piechaczy?, M. , J. M Blanchard S 
Riaad-El Sabouty, C. Dani, L. Marty, P. Jeanteur [1984] Nature 312:469-471) 
Multiple GAPDH genes have also been identified for E. coli, Tiypanosoma brucei 
Saccharomyces cerevisiae, and Drosophila melanogaster ( Al e founder P R r N 
M^V^^ Cr ° bi01 - 3:723 " 732 '- »>ll>»d. J . P., L. BanJeniec, c! Swimmer 

l" £ohf S Allert V'/ 1 *- • ° hem - f 8:5291 - 5299 '- Michels, P. a. M./m. Marchand,' 
Tq« Si' Jo I ' K - Wleren 9 a < F - Opperdoes [1991] Eur. J. Biochem. 
198:421-428; Tso J. Y . , X. -H. Sun, R. Wu [1985] Nucleic Acids Res. 17-1251) E 
coli and T. brucei each have two GAPDH genes with significant differences in deduced 
^ a in ° 1 a ^ ld sequence (Alefounder et al . , supra,- Michefs et al . , supraT? however the 

£r™ Pr ° d 1 Ct ° f th£ SeC ° nd E - Coli GAPDH 9 ene has n °t been reported One' or 
the trypanosomal isoenzymes is localized in the glycosome, a specialized metabo?ir 
organelle while the other GAPDH is found in thecytoplasm lE a t 

rSchem: 19 8 S9 Z 435 F )-. M - ' »' 5w'£. 

Brief Summary Text (9) : 

In addition to its usual intracellular location, GAPDH has been identified on the 
surface of hematopoietic cells and Schistosoma mansoni, an invasive parasite (Slen 

d' Cailfol M n A \ H ° Ch [198?] J " Bi01 - Chem - 262:649-653; Goudot - Croze 1, V 
p. Caillol, M. Djabali, A. J. Dessein [1989] J. Exp. Med. 170-2065-2080) All^n ^ 

??°000 M [19 h 5] Blo ° d . 65:1 °«-1055) characterized a^embrane associated > ' ^ 
H^IL a * b ' r 1 pr ° ein expressed by the erythroleukemic cell line K562. Peptide 
Slen 9 C h I?f £ l0nin9 f tUdieS ^ealecl the protein to be homologous to GAPDH 
(Allen, Trach, and Hoch, supra) . A similar finding has been reported for the blood 
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^ U n^ r ! Sp0 ^ Slb:Le f ° r abdominal schistosomiasis (Goudet-Crozel et al., supra) A 

li™ surface immunogen of S. mansoni was characterized by isolating'the 

cDNA encoding the protein. The deduced amino acid sequence had significant homology 
to that of human GAPDH . Like the recombinant plasmin receptor profein (Plr)/ neither 
of these surface proteins had domains corresponding to previously described 
membrane -anchoring structures (Blobel, G . [1980] Proc. Natl. Acad. Sci . USA 
IVltl ' T F ! rgus ° n ' A - , J "< A - F - Williams [1988] Annu. Rev. Biochem. 

VnLl J V- Interestin 9ly ( Hekman et al. (Hekman, W. E . , D. T. Dennis, J. A Miemvk 
plant GAPDH TnT^ ■ 4:1363 "" 69) ' while Undying the expression of recombinant 
^M^? H i n E - C °i X ' Were , able to tar 9 et the Protein to the outer membrane by 
pf^?* X ? S1 ? 9 S19n f se< I uence of E - coli OmpA to Ricinus communis GAPDH. 

™£™ \ - a * recently reported the isolation of a 39 kD surface protein with 

GAPDH activity from a group A streptococci (Pancholi, v., V. A. Fischetti U992] "A 

B 252 Ss tract i 10 f a i, S ^ faCe FT**? (MFG) ° f gr ° Up A Streptococci," Abstract No 
B-252, Abstracts of the General Meeting 1992:68). 

Detailed Description Text (2) : 

SEQ ID NO. 1 shows the composite DNA and translated amino acid sequences of the 
plasmin receptor protein of the subject invention. 

Detailed Description Text (3) : 

oftne subject^inventlon 51 ^ 6 ' ^ ^ ° f th& plaSmin reCeptor 

Detailed Description Text (12) : 

rLe^or iS Bv a scr e en? n rf Y i ed KS lr '.^ e 9Bm encodin 3 a 9*** A streptococcal plasmin 
anHhoH^;* \ ^ a lambda. gtll expression library with antiplasmin receptor 

frl^Ztl ^ ^entitled a plasmin receptor gene within a 2.7-kb streptococcal DNA 
fragment. This fragment was subcloned into a low- copy-number plasmid, and the 
receptor protein was stably expressed in E . coli under the control of putative 
streptococcal promoter elements. The recombinant receptor protein demonstrated 
immunoreactivity and plasmin-binding activity. We determined the nucleotide sequence 
for plr and upstream elements of the structural gene. An open reading frame of TTol 

S% W reoorSi ied - ^ J 0 " 5 * G+ ° COnteat ° f Plr WaS Sli 9 ht ^ thlTSe 35 to 

39% reported for group A streptococcal chromosomal DNA (Hardie, J. M. [1986] "Genus 
Streptococcus," pp. 1043-1071, m. J. G. Holt et al (eds.), Sergey's manual of 
systematic bacteriology, Williams & Wilkins, Baltimore). The deduced aSno actd 
sequence was identical for 74 amino acid residues at the N terminus a s well as three 
cyanogen bromide fragments obtained from the native streptococcal protein The amino 
acid, sequence obtained for the streptococcal receptor protein revealed cSat the^ 2 
initial methionine residue is cleaved. 

Detailed Description Text (13) : 

The deduced amino acid sequence for the recombinant plasmin receptor protein (Plr) 
was compared with published sequences for other proteins. Plr exhibits significant 
lT lar l tY t0 S^ytic enzyme GAPDH, reported for a number of prokagotic and 
eukaryotic organisms. The best match was with B. subtilis (56% identical and 73% 
conserved amino acid residues). GAPDH from streptococci has not been isolated or 
characterized, and the relationship of the plasmin receptor to the glicolvticaJL 

s^iT^Tr 6 ^r in f t0 bS dSfined - H ° Wever ' the extensive amino a|id norno g£ and 
similar hydropathy plots for Plr and B. subtilis GAPDH stro ngly sugges t that ?lr is 
a member of the GAPDH family of proteins. Furthermore, preliminary Snaiysis of the 
recombinant protein revealed that Plr has GAPDH enzymatic activitj. 

Detailed Description Text (17) : 

In addition to the plasmin receptor amino acid sequence disclosed herein the 
subject invention further comprises equivalent plasmin receptor proteins' (and 
nucleotide sequences coding for equivalent proteins) having P t he same or similar 
biological activity of the plasmin receptor exemplified herein. These equivalent 
SSJ ™? ^ h 7Z am " n ° acid hom °l°gy with the protein disclosed and claimed herein 
^is amino acid homology will typically be greater than 75%, preferably be greater 
' T OSt P referabl V be greater than 95%. The amino acid homology wilfbe 

ln Certain "fitical regions of the protein whic h account for biological 
activity or are involved in the determination of three-dimensional configuration 
which ultimately is responsible for the biological activity. In this regard? certain 
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amino acid substitutions are acceptable and can be expected if these substitutions 

^ re ? lons ^ hl ^\ are not critical to activity or are conservative amino acid 
substitutions which do not affect the three-dimensional configuration of the 
molecule. For example, amino acids may be placed in the following classes- 
amino°J^ ™ Charge ? P ° lar ' ba * ic < and ac idic - Conservative substitutions whereby an 
w7?Mn hh? * ?Z B 1S K replaced with another amino acid of the same type fall 

*iSi? a f? e S ?° Pe °t fc . e * uh ? ect invention so long as the substitution does not 
materially alter the biological activity of the compound. Table 1 provides a listing 
of examples of amino acids belonging to each class. -Listing 

Detailed Description Text (18) : 

In some instances, non-conservative substitutions can also be made. The critical 
factor is that these substitutions must not significantly detract from the 
biological activity of the protein. It has been shown that proteins of identified 

TuirlZLtT/™^ 0 ^ t e const ™ cted by changing the amino acid sequence if 
such changes do not alter the protein secondary structure (Kaiser, E . T and Kezdy 
the a Jno ] ■ f 16nCe 223 - 249 " 255 )- Thus, the subject invention includes mutants of' 
the ammo acid sequence depicted herein which do not alter the protein secondary 
retained"' °* ^ StrUCtUre is alte -d, the biological activity is substantially 

Detailed Description Text (20) : 

" !l!^ d H be apparen 5 to a person skilled in this art that genes coding for 
receptor-binding proteins can be identified and obtained through several means The 
llternaM *" ° btained from a cul ture depository as described herein 
Alternatively these genes, or portions thereof, may be constructed syntheticallv 
for example, by use of a gene machine. Variations of these genes may be readily 
t^e^en^ ^ sta « dard . techniques for making point mutations. Also? fragments of 
these genes can be made using commercially available exonucleases or endonuc leases 
according to standard procedures. For example, enzymes such as Bal31 *™° nUCleases 
site-directed mutagenesis can be used to systematically cut off nucleotides from the 
ends of these genes. Also, genes which code for active fragments may be obtained 
using a variety of other restriction enzymes. Proteases may be used to direct?? 
obtain active fragments of these proteins. airecmy 

Detailed Description Text (24) : 

Radioiodination of proteins. Human plasminogen isolated from plasma by 
chromatography on lysine -Sepharose (Lottenberg, R. , F R Dollv c <; ^,- phono 
[1985] Am j Hematol. 19:181-193) and streptococcal protean ^(CalbfocSm San 
Diego Calif.) were labeled with .sup. 125 I (Amersham Corp . , Arlington Heights 
Ca i f (McCoy Ii mi E d lact °Peroxidase reaction with Enzyme-beads (lio-Rad Richmond, 
7*4 Ail Y ni ' ' °- Broder ' Lottenberg [1991] J. Infect. Dis. 

Het^J ,1' I i n WaS 9 enerated fr on> radiolabeled plasminogen as previously 
described (Broder C C, R . Lottenberg, G. O. von Mering, K. H. Johnston M D P 
Boyle [1991] J. Biol. Chem. 256:4922-4928). ' °' P " 

Detailed Description Text (27) : 

Screening of the streptococcal library. The resulting non-amplified lambda atll 

s Ta Z/ aS ^\ luted / n 10 « Tris-2.5 mM MgSO.sub.4 9 0 .01% gelatin- 0 . 1 M NaCl pH 
«l'f; 1 * ^ feCt E - COli Y1 ° 90 ' y ieldi ^g a density of 200 to 400 plagues L 
plate. The infected cells were mixed with 0.45% soft agar, plated on 1 2% t agar 
supplemented with ampicillin (50 .mu.g/ml) , incubated It 42 C for 3 to I hour! to 
induce lysis, and overlaid with nitrocellulose filters impregnated with 10 Zl 
isopropylthiogalactoside (IPTG) to induce the lac promote?. frter incubatLfat 37 C 
for approximately 16 hours, the filters were removed, washed and blocked in 11 
Tris-300 mM NaCl-5 mM EDTA-0.05% Triton X-100-0.25% gelatin P h" ?.4 (£e? ge?) Thf 
nllu* incubated with murin * antiplasmin receptor: antibody (Broder 'et al 

inruil^r 13 ^ ° r approximat ely 18 hours at room temperature, washed, and then 
incubated with goat anti -mouse immunoglobulin G (Cappel, Organon Teknika) for 3 ho i 
fstrenf tl9en ; antib ° dy complexes on wa ^ d filters^ere Seeded wSn sup 125 
I'ltrJ 9 ^ ? Protein G. Autoradiographs were generated by exposing the washed 
nitrocellulose filters to Kodak XAR-5 film with intensifying screens at 70 ctL 
then using automated film developing, immunoreactive places lire isolated and 
purified through two additional screenings. isolated and 
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Detailed Description Text (32) : 

Amino acid sequencing. Mutanolysin-extracted proteins (Broder et al . [1991] supra) 
from strain 64/14 were subjected to SDS-PAGE. The proteins were electrotransf erred 
to a polyvinyl idene difluoride membrane (Immobilon-P; Millipore Corp Bedford 
Mass.) by using 10 mM 2- (N-morpholino) ethanesulf onic acid (pH 6.0) -20% methanol as 
the transfer buffer. Protein bands were stained with Coomassie brilliant blue The 
.apprxeq.41,000-M.sub.r protein band, which had previously been shown to bind" 
plasmin, was excised. Microsequencing by automated Edman chemistry was performed 
with an Applied Biosystems model 470A gas-phase sequencer with an on-line 12A PTH 
analyzer (Washington University Protein Chemistry Laboratory) . Cyanogen bromide 
fragmentation of the .apprxeq.41, 000-M.sub.r protein was performed by immersing the 
polyvinyl idene difluoride membrane -bound protein in 70% formic acid and treatinq 
att J:lt n ° g T bromide overnight at room temperature. The fragments were separated by 
SDS-PAGE and transferred to a polyvinyl idene difluoride membrane as described above 
Four peptides were identified and sequenced at the University of Florida 
Interdisciplinary Center for Biotechnology Research Protein Chemistry Core Facility 
by using an Applied Biosystems model 470 sequencer with an on-line PTH analyzer. 

Detailed Description Text (36) : 

Plasminogen was prepared from human plasma by chromatography on lysine sepharose 
(Sigma Chem. Co., St. Louis, Mo., U.S.A.) and molecular sieving chromatography on 

?Q P ^ e ^o^ 10 ^ (LOtte ^ be 5 g ' R ". F - R - D ° llY ' C - S - Kitchens t 198 5] Am. J. Hematol. 
19:181-193) . The purified protein appeared as a single band on a silver stain of an 
SDS-polyacrylamide gel electrophoresis. A given concentration of isolated 
plasminogen following activation with streptokinase demonstrated the predicted 
plasminogen amid ° lytic actlvit y, thereby confirming the purity of the isolated human 

Detailed Description Text (42) : 

Plasmin was generated from radiolabeled plasminogen by incubation with urokinase (20 
units/ml, Sigma Chemical Co., St. Louis, Mo., U.S.A.) in VBS-gel that contained 0.02 
M lysine . Conversion was maximal after 30 min at 37 C. The conversion of the single 
chain zymogen molecule to heavy and light chains was monitored, following reduction 
on SDS-PAGE using the method of Laemmhi as described previously (Lottenberq R c ' 
C Broder, M. D. P. Boyle [1987] Infect. Immmun. 55:1914-1918). Greater than 95% of 
plasminogen was consistently converted to plasmin. The specific activity of labeled 
plasmin was therefore essentially the same as labeled plasminogen. 

Detailed Description Text (45) : 

The group A .beta . -hemolytic streptococcal strain 64 had been previously subjected 
to mouse passage (Reis, K. J., M . Yarnall, E . M. Ayoub, M. D. P. Boyle [1984] Scand 

t h rl7T^ 2 ° : i 3 l'' 39} - T1 ? S ? arSnt Strain (64/P) ' as wel1 as strai * s isolated after 
three (64/3) and fourteen (64/14) passages, were grown in Todd-Hewitt broth (DIFCO 

n^c? 1 ™' MXC ?A ) overniaht in Phosphate -buffered saline (PBS), pH 7.4, containing 
0.05% Tween-20 and 0.02% sodium azide. The bacteria were heat killed at 80 C for 5 

tJe'nroducMorV^ their P lasmin bindin 9 Potential, but eliminated 

the production of soluble plasminogen activators which would interfere with these 
studies. The suspension was centrifuged, the pellet washed twice with PBS 0 02% 
sodium azide. Samples were stored at -2 0 C. The concentration of a bacterial 
suspension was determined by counting bacterial chains in a Neubauer hemacytometer 
(Fisher Scientific, Orlando, Fla., U.S.A.) lemacyxomecer 

Detailed Description Text (48) : 

^ h a ? S H SS 1 theeffeCt f PH ° n the bacterium: Plasmin (ogen) interaction, 50 .mu.l of 
labeled plasminogen of plasmin (approximately 2 . times . 10 . sup. 4 cpm) were added to 
1.0 ml of VBS containing 0.05% Tween -2 0 adjusted to the appropriate pH. After 15 min 

, ™ «w?!f atUre ' 5 ° , mU ' 1 ° f VBS ^ntaining approximately 10. sup. 7 bacteria 
(strain 64/14) were added and the mixture was incubated at 37 c for 15 min The 
nnhonnH 3 ! ^f 1510 ™ ™re centrifuged at 1000 g for 7 min to separate bacteria from 
unbound labeled proteins and the pellets were washed twice with 2 ml of VBS at the 
appropriate pH. The radioactivity associated with the bacterial pellet in duplicate 
experiments was measured using a Beckman 5500 autogamma counter. 

Detailed Description Text (50) : 

To assess the effect of ionic strength on the bacterium: plasmin (ogen) interaction, 
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wijS 1 *^^^!? WSre carried out in solutions containing different concentrations of 
NaCl with 0.05% Tween-20. The bacterial pellets were washed in the appropriate SaCl 
concentration to remove unbound labeled proteins. p a ^ L 

Detailed Description Text (57) .- 
Inhibition of Binding b y Amino Acids 

Detailed Description Text (58) : 

to b ^n d ST™c (1 °? • mu ; 1 . containin g approximately 2 .times. 10. sup. 4 cpm) was added 
^papa? T VBS " 9el containin 9 varying concentrations of epsilon-aminocaproic acid 
(EACA >- lvsxne ' or argmine, and incubated at 37 C for 15 min. The pH of each 
solution was 7.0. One hundred .mu.l of VBS-gel containing 10. sup. 7 bacteria (strain 
64/14) were then added and the mixture was incubated at 37 C fo? 15 min The 

S C o? r Ss ^l P ^J°" S Wer ^ centrifu 9 ed at 10 °° 9 7 min and washed twice with 2 

ml of VBS-gel containing the same concentration of amino acid present during the 
incubation period. The percent inhibition of binding was calculated for duplicate 
experiments by comparison with binding in VBS-gel alone. 

Detailed Description Text (59) : 

The ability of EACA lysine, or arginine to dissociate bound plasmin from the 
bacteria was examined in the following manner. Labeled plasmin was incubated with 
10. sup. 7 bacteria in VBS-gel containing no amino acid at 37 C for 15 min The 
bacteria were pelleted by centrif ugation and washed twice with 2 ml on VBS-gel 
After determining the radioactivity associated with the bacteria, the pellets were 

(pnTof as dLc 01 ^ ° f V ^" gel Containin * varying concentrations of amino acid 

(pH 7.0) as described above. The mixtures were incubated at 37 C for 15 min and 

washed twice with VBS-gel containing the appropriate amino acid concentration The 
radioactivity associated with the bacteria in duplicate experiments was again 
measured and the percentage dissociated was calculated. 

Detailed Description Text (60) : 

Binding of plasmin to the group A streptococcus 64/14 was inhibited by each amino 
acid in a concentration dependent fashion. Fifty percent inhibition of bindinF^f 
plasmin to the bacteria was observed at an EACA concentration of 0.15 mM a lysine 
concentration of 2.0 mM, and an arginine concentration of 25 mM. In similarities 

elucTon S S b2° Un H dt ? K h ? 9r ° UP K A stre P to — and a concentration dependent ' 
elution of bound radiolabel was observed on incubation with EACA, lysine or 
arginine . The concentration of amino acid required to elute 50% o f the bound plasmin 
was approximately equivalent to that required to inhibit plasmin binding by 5?% 

Detailed Description Text (65) : 

^?ni n ,! hiC ? ^ beSn ^° Und t0 . and 6luted from strain 64 / 14 b y treatment with 
lysine was also examined in similar binding studies. Eluted plasmin was obtained bv 
incubating 2 ml of stock 10% wet weight/volume bacterial suspension (strain 64/ 14^ 
with approximately 20 .mu.g of labeled plasmin at room temperature for 45 min This ' 
suspension was centrif uged at 1000 g for 10 min and washed once with 10 ml If 
nl'ZtUj the radioactivity associated with the bacterial pellet was measured. 
The pellet was then resuspended in VBS-gel containing 20 mM lysine and incubated at 
room temperature for 30 min. The suspension was centrifuged iJcTthe Supernatant 

SactlriafoSer 1 "^ 17 9 ° % radioacti -ty originally associated wJS"Je 

bacterial pellet was dissociated by the lysine treatment. The dissociated plasmin in 
the supernatant was the subjected to gel filtration of a G-25 column to separate 
lysine from plasmin. Fractions containing plasmin were collected and stored at -20 

Detailed Description Text (69) : 

o? C a 6 rfnr il h ?o^ aCtS ' chromato 9raphy fractions or standards were loaded into the wells 
strentokin^ n9 mani /° ld in 5 °- 200 • mu ' 1 aliquots. Commercially available group C 
streptokinase was used as a positive plasmin binding control in each assay. Ill 

Hii? WerS With 200 • mU - 1 ali <3 u °ts of PBS-azide and vacuum drained All 

d a S^K We K e . aSSayed in du P licate - D °t blots were blocked in 5 . 0 mM sodium 
M ?K o r ' t !? ? aC1 ' °- 5% 9 elatin ' 0-15% Tween 20, 0.004% NaN.sub.3 pH 
7.3 The blots were probed for 3-4 hours at room temperature in the blocking buffer 

cWm^T 9 . 2 -° ^ - SUP - 125 ^^beled human Jlasmin at 3 . times lo'sup 4 

cpm/ml. The probed blots were then washed in 0.01 M EDTA pH 7.3, containing 0 5 M 
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screen ^ „.„ hours at .„ e fo^f^t^S SS developing. 
Detailed Description Text (72) • 

blottmg from SDS-PAGE gels, was performed using the °Trans-Blot Jn n - 

these proteins, blots were probed with rabbi J ant? «?Lmfn f 9 ^ 1C P ro ? erties of 

Detailed Description Text (76) • 

^U^I^tlS^SrtiS on 6 m % th ° d d£SCribed ^ Y - na11 ' M - — M. D . P. 
group A streptococcus » SS.^ bSSS^S'S °f * ^ 11 ?C r6Ce P tor f ™> • 
of bacteria was suspended in 5 0 ml of 20 mM ™ k 4 ^P ro ^ lmat ely 1.0 g wet weight 
NaN.sub.3pH 7.0 containing^™ 'pSsf " rS^^^^; Z^A ° ' ™ 

•K^^SSrs^ 53SSSZ s£r " le — 

Detailed Description Text (79) • 

acti^rto^Lin o/StS^f /^^^ 5 . 6 . times . 10 . sup. -5 M was 

fold lower moLr cScStS^fuSJiSS'"^ ^eES^T °' ^ ^ r0ximatel y « 
constant agitation for one horn- ,f » J ■ reaction was carried out with 

chromatographed on a Superose 6 coS Ip 1 dialyzed inactive plasmin was 

buffer, p H 7.3. * u Perose 6 column (Pharmacia, Piscataway, N.J.) in 0.1 M MOPS 

Detailed Description Text (84) • 

temperature in 0.05 M SKS&'SS!^? °H Kl^^'S" 1 
-m^h^^ 

So^.^re^urn-d^ ^^^^"^ ^"Ee"" 

returned to base line. The column was then eluted with a 50 ml linear 
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gradient of 0.0 M-O.l M L -Lysine in equilibration buffer, or eluted in a sinale srm 
using equilibration buffer containing 0.1 M L-Lysine. The absorbance 2 ™ I P 
nurif?c^- ly m ° nit r d "J 1 '° ml fractio - weri^HoTTected. After each afflniw 
?oo S 5 ° n ?f°^ re the column was w ^hed with 20 ml of 2.0 M NaCl. f £ by 
200 ml of equilibration buffer and stored at 4 C. ea Dy 

Detailed Description Text (91) : 

A variety of conditions for solubilizing plasmin receptor activity from the aroun a 
streptococcal strain 64/14 were compared. These included hot acid alkaline 9 an ? 
sho^ al P H , extra ^ions, extraction with the detergents TOITOT X-lo 0 with osmotic 
shock, acetone and TRITON x-100 extraction, and extractlolls^ith the enzvmes 
lysozyme, trypsin or mutanolysin. The highest yield of soluble piatm^ binding 
activity was found in mutanolysin extracts. oinaing 

Detailed Description Text (99) : 

The mutanolysin extracted plasmin binding activity was subjected to further 
JSJS^ 10 ? by affinit y chromatography using an enzymatically inactivated plasmin 
affinity matrix prepared as described above. One ml of the muLnolysin extract of 

HFPO.sub.4, 0.15 M NaCl, 1.0* benzamidine HC1, and 0.02% NaN.sub 3 D H 7 2 BonnH 
plasmin receptor activity was eluted using a 50 ml linear gradient of f 0-0 i M 

ol^N^T pH^^^tL^-^- 4 ' °- 15 M NaC1 ' 1 -° ^enzSdine^l 'and 

"nTelut^fr^^^ 

the immobilized plasmin matrix and could be eluted selectively with lysine Tht 
Detailed Description Text (114) : 

proteTn^ro rsgra?^^ /^ 116 " 01119 ? th « • a PPrxeq. 41, 000-M. sub . r plasmin receptor 
for. . ! strain 64/14 was performed, and an unambiguous sequence was obtained 
for 51 residues. Amino acid sequences were obtained quence was obtained 

Detailed Description Text (115) • 

treaJSnr < M - sub - r " of 3, 000 to 16,000) generated by cyanogen bromide 

«Sf4*,tS ssrs -mi ass s 2: 

* 1 "°. d «"™l™« »d £°u„a to correspond to^siduL llo to "3 and 
Detailed Description Text (119) : 

The deduced amino acid sequence of Plr was compared with deduced ami™ .hh 
SIXT" 'k" 9SneS entered in the EMBL < relea ^ 26.") and Genlf nk (rei;ase 67 0) 

Zuber [1990] Nucleic Acids ReX i„.«,, V *L ^ orxmann ' C. Branlant, G. Branlant, H. 
R _„ I,.,,,. , ::::*: 1( 7 Res - 18:64 22; Viaene, A., P. Dhaese [1989] Nucleic Acid* 

Detailed Description Text (120) • 



Record Display Form 



http://westbrs:8002^in/cgi-bin/accum_q...TDBD&action=PRESENT&p_L=20&p_u 



B. subtilis GAPDH showed similar patterns overall except for differences in the 
C-terminal portion of the molecules. Common cell wall-spanning and 
membrane -anchoring motifs have been identified for several gram-positive surface 
proteins (Fischetti, V. A., V. Pancholi, o. Schneewind [1991] "Common 
characteristics of the surface proteins from gram-positive cocci, pp. 290-294 m G 
M Dunny et al. (eds.), Genetics and molecular biologic of streptococci, lactococci ' 
and enterococci, American Society for Microbiology, Washington, D.C.). However no ' 
similar regions were identified for Plr. No significant amino acid sequence homology 
between Plr and streptokinase, the other well-characterized plasmin (ogen) -binding 
protein, was identified, supporting our previous biochemical and immunological 
analyses (Broder et al. [1991], supra). 

Detailed Description Text (129) : 

An additional aspect of controlling potential hemorrhage accompanying administration 
?^HoL™F£mt!^ intravenous administration of epsilon-aminocaproic acid 

tradename AMICAR) or tranexamic acid. Typical regimens of these anti-f ibrinolytic 
agents would provide plasma levels of the lysine analogs to dissociate the plasmin 
from the bacteria (Broeseker, T. A., M. D. P. Boyle, R. Lottenberg [1988] 
"Characterization of the interaction of human plasmin with its specific receptor on 
a group A streptococcus," Microbial Pathogenesis 5:19-27) and enable rapid 
motivation of plasmin by its physiological inhibitors . alpha . 2 -antiplasmin and 
.alpha.2-macroglobulin. This will also provide an approach to prepare the patient 
for emergency surgical procedures (e.g., coronary artery bypass grafting or 
administration of alternative ant i- thrombotic agents (e.g., heparin). 

Detailed Description Paragra ph Table (2) : 
TABLE 1 

A . , . Class of Amino Acid Examples of Amino 

™r m ■ ■ - Nonpolar Ala, Val, Leu, He, Pro Met 

T Phe ' Trp Uncharged Polar Gly, Ser, Thr, Cys, Tyr, Asn, Gin Acidic Asp, G iu Basic 
Jjys , Arg, His 

Detailed Description Paragraph Table (4) : 

(B) LOCATION: 115 .. 1122 - (ix) FEATURE : (A) NAME/ KEY : mat. sub. #peptide (B) 

LOCATION: 115.. 1122 (C) IDENTIFICATION METHOD: - # experimental #/codon.sub -- 
start= 115MATION: /function^ # "High-affinity binding of plasmin (ogen - #) " 
/proauct=- # "Streptococcal plasmin receptor" /evidence=- # EXPERIMENTAL #"Dlr" 
/gene= #1 /number= #PLR /label= - (xi) SEQUENCE DESCRIPTION: SEQ ID NO • 1 • - 
ATAATAGTTC TGTTGAAAGG TTGTTGCAGA TGACTGTAAG TAATCTTTTC AC - #AATAGGTA 60 ' 
GGGAGCATTC CCTCTAATAA TATTCTTTTG ATTTTCATAA GGAGGAAATC AC - #TA ATG 117 # Met # 1 

vll S3 tf f T 57 ^° ° GT TTC GGT CG " #T ATC GGA CGT CTT GCA 165 V«? Val Lys" 
Val Gly He Asn Gly Phe Gly Ar - #g He Gly Arg Leu Ala # 15 - TTC CGC CGT ATT CAA 

ctv vll of GGT S T T S ■ #A GTA ACT CGT ATC 213 Phe ^ ^ ne gL Asn ne ctu 

^ ul ' #U 31 Thr Arg Ile Asn # 30 " GAC CTT ACA GAT CCA AAT ATG CTT GCA CAC 

Wc~T #G I™ X* l AC GAT ACA 261 ASP LSU Thr AS P Pr ° Asn Met ^ Ala His #u Jen 

Lys Tyr Asp Thr # 45 - ACT CAA GGT CGT TTT GAT GGA ACA GTT GAA GT - #T AAA GAA GGT 

GG pJ T L 3 ° 9 Gln ° ly Ar9 Phe AS P G1 ^ Thr Val Glu Va - #1 Lys Glu Gl/oiy Jne # 65 

- GAA GTA AAC GGA AAC TTC ATC AAA GTT TCT GC - #T GAA CGT GAT CCA GAA 357 Glu Val 
Asn Gly Asn Phe Ile Lys Val Ser Al - #a Glu Arg Asp Pro Glu # 80 - AAC ATC GAC TGG 
GCA ACT GAT GGG GTT GAA AT - #C GTT CTT GAA GCA ACT 405 Asn lie Asp Trp Ala Thr 2L 
Gly Val Glu II - #e Val Leu Glu Ala Thr # 95 - GGT TTC TTT GCT AAA AAA^GAA GCA GCT 

2f? £ "m #A af T A CAT GCT ^ 453 Gly Phe Phe Ala L ^ S GluTata ctu lJ Is 

^ HlS Ala Asn # 110 - GGT GCT AAA AAA GTT GTT ATC ACA GCT CCT GG - #T GGA AAC 
GAT GTT AAA 501 Gly Ala Lys Lys Val Val lie Thr Ala Pro Gl - #y Gly Asn Asp Val L^s 

Vai Vai P-° A f T T 7 C ^ ACT ^ C CAC GAC ATT CT " #T GAC ACT GAA ACA 549 Thr 

Val val Phe Asn Thr Asn His Asp Ile Le - #u Asp Gly Thr Glu Thr 130 1 - #35 1 - #40 

Ll ?f ; G TT ATC TCA GGT GCT TCA TGT ACT ACA AAC TG - #T TTA GCT CCT ATG GCT 597 
Val He Ser Gly Ala Ser Cys Thr Thr Asn Cy - #s Leu Ala Pro Met Ala # 160 - aaa rr-v 
All pf ?f ?? A T GGT ATT G AA AA - #A GGT CTT ATG ACT a£a 645 Sys Ala Leu Ts Asp 
Ala Phe Gly Ile Gin Ly - #s Gly Leu Met Thr Thr # 175 - ATC CAC GCT TAC ACT GGT etc 
CAA ATG ATC CT - #T GAC GGA CCA CAC CGT 693 lie His Ala Tyr Sr Sy J£ SS Met lie 
nn*\*n A ™2 7 Pr ° Hl s Arg # 190 - GGT GGT GAC CTT CGT CGT GCA CGC GCT GGT GC - #T 
GCA AAC ATC GTT CCT 741 Gly Gly Asp Leu Arg Arg Ala Arg Ala Gly Al - #a Ala Asn lie 
Val Pro # 205 - AAC TCA ACT GGT GCT GCT AAA GCT ATC GGT CT - #T GTT ATC CCA gS CTT 

1 *tn I« GlY Ala LyS Ala 116 G1 ^ Le " #U Val Ile Leu 210 2 HI 

2 - #20 2 - #2 5 - AAC GGT AAA CTT GAC GGT GCT GCA CAA CGT GT - #T CCT GTT CCA ACT 
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GGA 83 7 Asn Gly Lys Leu Asp Gly Ala Ala Gin Arg Va - #1 Pro Val Pro Thr Glv # 240 - 
TCA GTA ACT GAG TTG GTT GTA ACT CTT GAC AA - #A AAC GTT TCT GTT GAC 885 Ser Val Thr 
Glu Leu Val Val Thr Leu Asp Ly - #s Asn Val Ser Val Asp # 255 - GAA ATC AAC TCT gct 
ATG AAA GCT GCT TCA AA - #C GAT AGC TTC GOT TAC 933 Glu lie Asn Ser Ala Met Lys Ala 
Ala Ser As - #n Asp Ser Phe Gly Tyr # 270 - ACT GAA GAT CCA ATC GTT TCT TCA GAT ATC 
GT - #A GGC GTA TCA TAC GGT 981 Thr Glu Asp Pro He Val Ser Ser Asp He Va - #1 Glv 
Val Ser Tyr Gly # 285 - TCA TTG TTT GAC GCA ACT CAA ACT AAA GTA AT - #G GAA GTT GAC 
GGA TCA 1029 Ser Leu Phe Asp Ala Thr Gin Thr Lys Val Me - #t Glu Val Asp Gly Ser 290 
2 - #95 3 - #00 3 - #05 - CAA TTG GTT AAA GTT GTA TCA TGG TAT GAC AA - #C GAA ATG 
I CT ™ C AC I 1077 Gin Leu val Lys Val Val Ser Trp Tyr Asp As - #n Glu Met Ser Tyr Thr 
# 320 - GCT CAA CTT GTA CGT ACT CTT GAG TAC TTC GC - #A AAA ATT GCT AAA 1122 Ala Gin 
Leu Val Arg Thr Leu Glu Tyr Phe Al - #a Lys He Ala Lys # 335 # 1125 - (2) 
INFORMATION FOR SEQ ID NO : 2 : - (i) SEQUENCE CHARACTERISTICS: #acids (A) LENGTH- 336 
amino (B) TYPE: amino acid (D) TOPOLOGY: linear - (ii) MOLECULE TYPE- protein - (xi) 
SEQUENCE DESCRIPTION: SEQ ID NO : 2 : - Met Val Val Lys Val Gly lie Asn Gly Phe Gl #y 
Arg He Gly Arg Leu # 15 - Ala Phe Arg Arg He Gin Asn He Glu Gly Va - #1 Glu Val 
Thr Arg He # 30 - Asn Asp Leu Thr Asp Pro Asn Met Leu Ala Hi - #s Leu Leu Lys Tvr 
Asp # 45 - Thr Thr Gin Gly Arg Phe Asp Gly Thr Val Gl - #u Val Lys Glu Gly Gly #60 

- Phe Glu Val Asn Gly Asn Phe He Lys Val Se - #r Ala Glu Arg Asp Pro # 8 0 - Glu Asn 
lie Asp Trp Ala Thr Asp Gly Val Gl - #u He Val Leu Glu Ala # 95 - Thr Gly Phe Phe 

5 , tV S U Ma A i a G1 " #U LyS His Leu His Ala # 110 " Asn Gly Ala Lys Lys Val 

lil ll B J a f r " # ° G ^ Y Gly ASn ASP Val # 125 " Lys Thr Val Va * p he Asn Thr Asn 

His Asp II - #e Leu Asp Gly Thr Glu # 140 - Thr Val He Ser Gly Ala Ser Cys Thr Thr 

A f \t n nV rf U P l° MSt 145 1 - #50 1 - #55 1 - #60 - Ala Lys Ala Leu His Asp 

?| Y l e ? "a*" ^ S GlY L6U M6t Thr * 175 " Thr Ile His Ala T Y r Th * Gly Asp 
Gin Met II - #e Leu Asp Gly Pro His # 190 - Arg Gly Gly Asp Leu Arg Arg Ala Arg Ala 

il "v # T A ^ a Ala Asn l le val # 205 - Pro Asn Ser Thr G1 y Ala Ala ^ aiI He gi 9 - #y 

5 i o H e f G1U * 220 " LSU Asn Gly L ^ s Leu As P G1 y Ala Ala Gin Ar - #g Val Pro 
Val Pro Thr 225 2 - #30 2 - #35 2 - #40 - Gly Ser Val Thr Glu Leu Val Val Thr Leu As 

- #p Lys Asn Val Ser Val # 255 - Asp Glu Ile Asn Ser Ala Met Lys Ala Ala Se - #r Asn 
Asp Ser Phe Gly # 270 - Tyr Thr Glu Asp Pro lie Val Ser Ser Asp II - # e Val Gly Val 
Ser Tyr # 2 85 - Gly Ser Leu Phe Asp Ala Thr Gin Thr Lys Va - #1 Met Glu Val Asp Gly 
Jin S " f 11 Va \ LyS val val Ser Trp Tyr As - #p Asn Glu Met Ser Tyr 3ol 3 - 
#10 3 - #15 3 - #2 0 - Thr Ala Gin Leu Val Arg Thr Leu Glu Tyr Ph - #e Ala Lys Ile 
Ala Lys #3 35 



CLAIMS : 



1. A method for raising an immune response in a mammal, said method comprisinq the 
administration to san_d mammal of an isolated protein comprising the amino acid 
sequence shown in SEQ ID NO. 2. y u 
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DOCUMENT-IDENTIFIER : US 5891664 A 

TITLE: Vectors and methods for recombinant production of uPA-binding fragments of 
the human urokinase -type plasminogen receptor (uPAR) 

Brief Summary Text (9) : 

Many research groups have proposed that invasive tumor cells secrete 
matrix-degrading proteinases. A cascade of proteases including serine proteases and 
thiol proteases all contribute to facilitating tumor invasion. One of the crucial 
cascades is the plasminogen activation system. Regulation of the proteolysis can 
take place at many levels including tumor cell -host cell interactions and protease 

inhibitors produced by the host or by the tumor cells themselves. ExpressiSiTol 

matrix-degrading enzymes is not tumor cell specific. The actively invading tumor 
cells may merely respond to different regulatory signals compared to their 
non-invasive counterparts (Liotta, 1986) . 

Brief Summary Text (15) : 

The cellular receptor for u-PA (u-PAR) was originally identified in blood monocytes 
and in the monocyte-like U937 cell line (Vassalli et al., 1985), and its presence 
has been demonstrated on a variety of cultured cells, including several types of 
malignant cells (Stoppelli et al . , 1985, Vassalli et al., 1985, Plow et al 1986 
S, et 4-' "88a, Nielsen et al., 1988), human fibroblasts (Bajpai and Baker, ' 
1985) , and also in human breast carcinoma tissue (Needham et al 1987) The 
receptor binds active 54 kD u-PA, its one -polypeptide chain proenzyme, pro-u-PA (see 

b?inTi; of ^ V S 54 1 kD ?~ PA inhibited b y th * active site reagent DPP, but shows no 
binding of the low molecular weight (33 kD) form of active u-PA (Vassalli et al 
1985; Cubellis et al., 1986). Thus, binding to the receptor does not require the' 
catalytic site of u-PA, and in agreement with these findings, the binding 
determinant of u-PA has been identified in the amino-terminal part of the enzyme in 
a region which in the primary structure is remote from the catalytic site The ' 
receptor binding domain is located in the 15 kD amino-terminal fragment (ATF 

III H e ^ 1_135) .-u f / he U_PA molecule < more Precisely within the cysteine-rich region 
termed the growth factor region as this region shows homologies to the part of 
epidermal growth factor (EGF) which is responsible for binding to the EGF receptor 
The ammo acid residues which appear to be critical for binding are located within' 

r^ Seq ^ e K^ ^" 3 K. (A ? Pella 6t a1 -' 19871 • s y nth etic peptides have been constructed 
tnat inhibit the binding of very low (100 nM) concentrations. The lack of 
cross-reactivity between the murine and the human peptides indicates that the 
binding between u-PA and u-PAR is strongly species specific. 

Brief Summary Text (16) : 

Binding of u-PA to u-PAR is specific in the sense that as yet no other protein has 
been found to compete for binding to the receptor, though several proteins 
structurally related to u-PA, including t-PA and plasminogen, have been tested 
(Stoppelli et al., 1985, Vassalli et al., 1985, Nielsen et al., 1988). Fragments of 
u-PA containing only the receptor binding domain, e.g. ATF, ensure specificity of 
the binding to the receptor, since other molecules that might bind u-PA (protease 
nexin and the specific plasminogen activator inhibitors PAI-1 and PAI-2) recoqnize 
the catalytically active region (Stoppelli et al . , 1985; Nielsen et al . , 1988) 
et al "isse* t0 f ° rm 3 COValent com P lex with u-PA but not with pro-u-PA (Andreasen 

Brief Summary Text (24) : 
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In the intact organism, pro-u-PA is the predominant form of u-PA in intracellular 
stores, and it also constitutes a sizable fraction of the u-PA in extracellular 
fluids (Skriver et al . , 1984, Kielberg et al., 1985). Extracellular activation of 
pro-u-PA may therefore be a crucial step in the physiological regulation of the u-PA 
pathway of plasminogen activation. The plasmin-catalyzed activation of pro-u-PA 
provides a positive feedback mechanism that accelerates and amplifies the effect of 
activation of a small amount of pro-u-PA. The initiation of the u-PA pathway of 
plasminogen activation under physiological conditions, however, involves triggering 
factors that activate pro-u-PA as described herein. Mutants of human single -chain 
pro-u-PA in which lysine 158 is changed to another amino acid (e.g. Glu or Gly) are 
not, or are only to a small extent, converted to active two-chain u-PA (Nelles et 
al. , 1987) . 

Brief Summary Text (28) : 

Plasminogen, as well as plasmin, binds to many types of cultured cells, including 
thrombocytes, endothelial cells and several cell types of neoplastic origin (Miles 
and Plow, 1985, Hajjar et al . , 1986, Plow et al . , 1986, Miles and Plow 1987, Burtin 
and Fondaneche, 1988). The binding is saturable with a rather low affinity for 
plasminogen (K.sub.D 1 .mu.M). At least in some cell types, binding of plasmin 
appears to utilize the same site as plasminogen, but the binding parameters for 
plasmin indicate that more than one type of binding site for plasminogen and plasmin 
may exist. Thus, on some cell types, plasmin and plasminogen bind with almost equal 
affinity (Plow et al . , 1986), while on others plasmin apparently binds with a higher 
affinity (K.sub.D 50 nM) than plasminogen (Burtin and Fondaneche, 1988). The binding 
is inhibited by low amounts of lysine and lysine analogues and appears to involve 
the knngle structure of the heavy chains of plasminogen and plasmin (Miles et al . , 
1988)* ' 

Brief Summary Text (40) : 

The new findings include the requirement, in the presence of serum, for binding of 
plasminogen, the ability of bound u-PA under these conditions to activate 
plasminogen, the presence of pro-u-PA on the cells, the ability of bound plasmin to 
activate pro-u-PA, and the ability of endogenous plasminogen activator inhibitor 
PAI-1, as well as added plasminogen activator inhibitor PAI-2, to regulate the 
surface plasminogen activation. By these means tumor cells can acquire the 
broad- spectrum proteolytic activity of plasmin, bound to their surface in such a way 
that it is protected from inactivation by serum protease inhibitors, and ideally 
situated to be employed in the degradation of the pericellular matrix. 

Brief Summary Text (42) : 

Human tumor cells are very commonly found to secrete plasminogen activator of the 
urokinase type (u-PA) . By this means they are able to recruit the proteolytic 
potential available in the high concentration of plasminogen in plasma and other 
body fluids. The invasive properties of tumor cells may be at least partly dependent 
on their proteolytic capability mediated through the broad spectrum of activity of 
plasmin and including its indirect actions in activating other latent prot eases 
such as collagenases. The expression of protease activity by tumor cells facilitates 
their penetration of basement membranes, capillary walls and interstitial connective 
tissues, allowing spread to other sites and establishment of metastases. 

Brief Summary Text (48) : 

The purified protein could be chemically cross-linked with u-PA. Its amin o acid 
composition and N-terminal sequence were determined (30 residues, some of which with 
some uncertainty) . It was found to be heavily N-glycosylated, deglycosylation 
resulting in a protein with an apparent molecular weight of about 30-35 kD The 
apparent molecular weight of u-PAR from different cell lines and from PMA- stimulated 
and non-stimulated U937 cells varied somewhat. This heterogeneity disappeared after 
deglycosylation and was thus due to differences in glycosylation of u-PAR from the 
various sources . 

Brief Summary Text (52) : 

The deduced amino acid sequence indicated that u-PAR is produced as a 313 residues 
long protein with a 282 residues long hydrophilic N terminal part (probably 
extracellular) followed by 21 rather hydrophobic amino acids (probably a 
trans -membrane domain) . The potential extracellular part is organised in 3 repeats 
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with striking homologies, particularly with respect to the pattern of cysteines. 
This may indicate the presence of distinct domains that may bind different ligands. 

Brief Summary Text (56) : 

In Example 7 it is demonstrated that after incubation of monolayer cultures of human 
HT-1080 fibrosarcoma cells with purified native human plasminogen in serum 
containing medium, bound plasmin activity can be eluted from the cells with 
tranexam ic acid, an analogue of lysine . The bound plasmin is the result of 
plasminogen activation on the cell surface; plasmin activity is not taken up onto 
cells after deliberate addition of plasmin to the serum containing medium. The cell 
surface plasmin formation is inhibited by an anti-catalytic monoclonal antibody to 
u-PA, indicating that this enzyme is responsible for the activation. 

Brief Summary Text (58) : 

The binding and subsequent protection of plasmin was abolished by low concentrations 
of the lysine analogue, tranexamic acid . It is therefore likely that plasmin binding 
involves the lysine affinity sites situated in the heavy-chain kringles of plasmin 
Plasmin released from the cells was partially inactivated in the serum medium. As 
long as the plasmin remained bound, it was protected from serum inhibitors but could 
be inhibited by aprotinin or an anti -catalytic monoclonal antibody. 

Brief Summary Text (78) : 

The enzyme urokinase- type plasminogen activator (u-PA) has only one well-defined 
macromolecular substrate, namely plasminogen. By cleavage at Arg.sup.560 
plasminogen is activated to the broad spectrum protease plasmin. By the term 
"preventing u-PA from converting plasminogen into plasmin" is therefore meant that 
this activation by u-PA is substantially inhibited or a situation where the 
activation is sufficiently inhibited so as to inhibit or reduce the undesired effect 
of the plasmin. 

Brief Summary Text (120) : 

The present invention also relates to pure u-PAR. As mentioned above, pure u-PAR has 
been made for the first time in accordance with the present invention. Pure u-PAR in 
glycosylated form shows, in an SDS-PAGE at a load of approximately 1 .mu.g, 
substantially one and only one silver stained band having an apparent molecular 
weight in the range of about 55-60 kD. The presence of substantially one and only 
one silver stained band in this SDS-PAGE is a proof of the purity of the u-PAR 
Another proof of the purity of the u-PAR is the presence of a single amino -terminal 
ammo acid sequence in purified u-PAR preparations. While it has been found that 
different cells may produce u-PARs having different glycosylation, the glycosylated 
u-PARs, upon deglycosylation, were all found to have an identical electrophoretic 
mobility (corresponding to substantially one and only one band at about 30-35 kD in 
an SDS-PAGE), indicating that the peptide part of the molecule is identical in all 
cases . 



Brief Summary Text (121) : 

As appears from the Examples, pure u-PAR in glycosylated form may be prepared from a 
biological material containing u-PAR by temperature -induced phase separation of 
detergent extracts followed by affinity chromatography purification with immobilized 
DFP-u-PA. The detergent is preferably a non-ionic detergent such as a polyethylene 
glycol ether, e.g. Triton X-114. The temperature was found to be relatively critical 
in the range of 34 . degree . -4 0 . degree . C, such as about 37. degree. C, for 10 
minutes. 

Brief Summary Text (124) : 

On the basis of the amino- terminal amino acid sequence of pure u-PAR, a 24-mer 
nucleotide probe was synthesized and used to screen a library to identify and 
isolate recombinant clones carrying the cDNA for u-PAR. The identity of the cDNA 
clones was confirmed by comparing the nucleotide sequence of this cDNA clone with 
the ammo terminal sequence of the purified u-PAR, and by expressing said cDNA in 
mouse L cells and assaying their u-PA-binding properties. 

Brief Summary Text (125) : 

The abbreviations of the amino acids used herein are the following: 
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Brief Summary Text (126) : 

One aspect of the invention relates to a polypeptide comprising a characteristic 
amino acid sequence derived from a u-PAR which polypeptide comprises at least 5 
amino acids and up to the complete sequence of u-PAR as shown below as the DNA 
sequence and the deduced amino acid sequence of the clone p-uPAR-1 (hereinafter 
Sequence A. The signal peptide is underlined and the first 30 amino aci ds the 
sequence of which has been determined on the purified protein with an Applied 
Biosystems gas phase sequencer (see Example 1), are overlined. The putative 
transmembrane domain is doubly underlined. The star symbols indicate the potential 
N- linked glycosylation sites. ##STRl## or an analogue thereof. 

Brief Summary Text (127) : 

The invention relates to any polypeptide comprising at least 5 amino aci ds and up to 
the complete sequence of u-PAR from amino acid 1 to 313, and any analogue to such a 
polypeptide. 

Brief Summary Text (129) : 

In the present context, the term "characteristic amino acid sequence derived from 
the u-PAR" is intended to mean an amino acid sequence, such as an epitope, which 
comprises ammo acids constituting a substantially consecutive stretch (in terms of 
linear or spatial conformation) in u-PAR, or amino acids found in a more or less 
non-consecutive conformation in u-PAR, which amino acids constitute a secondary or 
tertiary conformation having interesting and useful properties, e.g. as therapeutics 
or diagnostics. Thus, amino acids present at different positions in u-PAR but held 
together e.g. by chemical or physical bonds, e.g. by disulphide bridges, and thereby 
forming interesting tertiary configurations are to be understood as "characteristic 
amino acid sequences". The characteristic amino acid sequence may comprise a 
consecutive subsequence of the amino acid sequence of u-PAR of greater or smaller 
length or a combination of two or more parts of such subsequences which may be 
separated by one or more amino acid sequences not related to u-PAR. Alternatively 
the characteristic amino acid sequences may be directly bonded to each other. 

Brief Summary Text (131) : 

The term "analogue" is used in the present context to indicate a protein or 
polypeptide of a similar amino acid composition or sequence as the characteristic 
amino acid sequence derived from the u-PAR, allowing for minor variations which do 
not have an adverse effect on the immunogenicity of the analogue. The analogous 
polypeptide or protein may be derived from mammals or may be partially or completely 
of synthetic origin. * 1 

Brief Summary Text (132) : 

The present invention also relates to a substantially pure polypeptide which is 
recognized by an antibody raised against or reactive with a polypeptide comprisinq 
the ammo acid sequence defined above. 

Brief Summary Text (133) : 

In the present context, the term "substantially pure" is understood to mean that the 
polypeptide in question is substantially free from other components, e.g. other 
polypeptides or carbohydrates, which may result from the production and/or recovery 
of the polypeptide or otherwise be found together with the polypeptide. The high 
purity of the polypeptide of the invention is advantageous when the polypeptide is 
to be used for, e.g., the production of antibodies. Also due to its high purity the 
substantially pure polypeptide may be used in a lower amount than a polypeptide ' of a 
conventional lower purity for most purposes. The purification of the polypeptide of 
the invention may be performed by methods known to a person skilled in the art but 
particularly the low concentrations of u-PAR in biological material and the strongly 
hydrophobic nature of the receptor has hitherto hampered its purification Now 
however, the combination of temperature -induced phase separation of detergent ' 
extracts of cells and affinity chromatography with immobilized DFP-treated u-PA has 

v,i° J ltS successful purification in amounts high enough (100-200 .mu.g) to have 
enabled a partial amino acid sequencing and further characterization. 

Brief Summary Text (137) : 

The polypeptide of the invention may also be a fusion protein in which 
characteristic amino acid sequences) from u-PAR is/are fused to another polypeptide 



Record Display Form http : //wesrbrs:8002rtin/cgi^ 

u e pAr^; a Th % POl F ePti K e t0 WhiCh thS characteristic amino acid sequence (s) from 
u-PAR is/are fused may be one which results in an increased expression of the 
protein when expressed in an organism, or facilitates or improves the purification 

trLll^l Ty fUSi ° n Pr ° tein fr ° m Said onanism in terms of a more easy and 

economical recovery, or confers to the u-PAR the property of inhibiting u-PA (as it 
would be in the case of a u-PAR-PAI-1 fusion) . 

Brief Summary Text (138) : 

in some cases it may be advantageous to cleave the fusion protein so as to obtain a 
polypeptide which substantially solely comprises characteristic amino acid 
sequence (s) from u-PAR. In these cases, the characteristic amino acid sequ ence (s) 
from u-PAR is/are preferably fused to a polypeptide sequenc e which may ^ UenCe(S) 
h^H^ 2 rec °9 nized *y a cleaving agent, e.g. a chemical such as cyanogen 
bromide, hydroxylamme and 2-nitro-5-thiocyanobenzoate, or an enzyme, e.g. a 
P^^Via^a" chlostripain, anr s taphylococcal 

Brief Summary Text (148) : 

S?^^ f H a9 r nt ^° f ^ invention ma y comprise a nucleotide sequence encoding a 
SSE JhSV ^ ^ m \ t0 ^ nucleotide sequence encoding the characteristic 

amino acid sequence with the purpose of producing a fused polypeptide When usina 
recombinant DNA technology, the fused sequence may be insertefinto an appropriate 
TrJZrZ rZ ,1* transformed into a citable host organism. Alternatively^ ml 
fragment of the invention may be inserted in the vector in frame with a gene carried 
mioS Z \ whlc ;. 9Sne SnC ° deS a sui table polypeptide. The host organism, which 

rilf i?n . eukar y° tlc J or Prokaryotic origin, for instance a yeast or a mammalian 
whJih Jh %" f r ° W ? under conditions ensuring expression of the fused sequence arter 
which the fused polypeptide may be recovered from the culture by physico chemical 

af^nf^ 63 ; and / he f ^ S6d ? ol ^ e P tide ^ subjected to gel filtra^on and 
affinity chromatography using an antibody directed against the antiqenic oart(s) of 

polvoeot?drJFT tide :/ ft ^ ? urification ' the polypeptide of the invention and' the 
nri^n?^? ? lfc i S 5 US6d may bS se P ar ated, for instance by suitable 

proteolytic cleavage, and the polypeptide of the invention may be recovered e a bv 
affinity purification or another suitable method. ' 9- Dy 

Brief Summary Text (150) : 

The DNA fragment described above may be obtained directly from genomic DNA or bv 
isolating mRNA and transferring it into the corresponding DNA sequence £y using 7 

ST it lTZrlT/llrl^ UC ^ CDNA '. Wh - obtaining the DNA fragment from genomic 
Sr!*« i de ^ved directly by screening for genomic sequences, hybridizing to a DNA 

when tSrXP- °^ the baSiS ° f thS ful1 ° r Partial amino acid sequence of u-PAR 
! nnU ?-k 1S ° f com P lementa ^y DNA (cDNA) origin, it may be obtained by preparing 
a cDNA library on the basis of mRNA from cells containing a u-PAR or parts thereof 
Hybridization experiments may then be carried out using synthetic oligonucleotides ' 
as probes to identify the cDNA sequence encoding the u-PAR or part thereof cDNA 
• differs from genomic DNA in, e.g. that it lacks certain transcriptional control 

?nese n eLmentr tr H nS ^ ™ non " codin 9 sequences within the coding DNA sequence 
These elements and mtrons are normally contained in the genomic DNA The DNA 

sSesizS S h ° o e °J S ^ thetic ori 9-, i.e. prepared by conventional DNA 
synthesizing method, e.g. by using a nucleotide synthesizer. The DNA fraament mav 
also be produced using a combination of these methods. tragment may 

Brief Summary Text (157) : 

The present invention also relates to a method of producing the polypeptides 

DNl-t"echno?oav e e f^ 7 '^ P 01 ^^ are prepared uling recombinant 
DNA technology e.g. the methods disclosed in Maniatis et al . op cit More 

cultivating; T ^ e P tides ma y be Produced by a method which comprised 
nlltl f ing .° r breedin 9.an organism carrying a DNA-fragment encoding a 
characteristic ammo acid sequence from an u-PAR, e.g. the above described DNA 
fragment, under conditions leading to expression of Lid DNA fragment and 
subsequently recovering the polypeptide from the organism. rragment ' and 

Brief Summary Text (158) : 

As described above, the organism which is used for the production of the nolvneotide 
may be a higher organism, e.g. an animal, or a lower organism, e.g a microbism 
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i£f e nM^ iVe ° f . the t ? >e ° f or 9 anism employed for the production of the polypeptide 
«£o„??V * 9 ? en ^ en ^ in 9 the characteristic amino acid sequence from an u-PAR ' 
should be introduced in the organism. Conveniently, the DNA fragment is inserted in 
an expression vector, e.g. a vector as defined above, which is subsequently 
^h^f T h ° St or 9 anism - The DNA fragment may also be directly inserted in 

X h k h ° St °^ anism - The insertion of the DNA fragment in the genome may 

be accomplished by use of a DNA fragment as such or cloned in bacteria, phage lamSdl 
or other vectors carrying the DNA fragment and being capable of mediating ?he 
insertion into the host organism genome. The insertion of the DNA fragment into an 

vect ° r ^into the genome of the host organism may be accomplished as 
described e.g. by Colbere-Garapin F. et al . , J. Molec. Biol., 150; 1-14 (1981) • A 
New Dominant Hybrid Selective Marker for Higher Eucaryotic Cells. ' 



Brief Summary Text (161) : 
When the polypeptide of the invention comprises one or more distinct parts, e q 
being a fusion protein comprising on the one hand characteristic amino acid 



/ v _ * ^ — — ~ v-uai-acLciisLit; ammo acia 

nn^ C ^ ^ f *°\ n : PMi and on the ot her hand amino acid sequence ( s) constitu ting a 
polypeptide which is not related to u-PAR, the DNA fragments encoding each of these 
polypeptides may be inserted in the genome or expression vector separately or may be 
coupled before insertion into the genome or expression vector by use of conventJonat 
DNA techniques such as described in Maniatis et al. op. cit. conventional 

Brief Summary Text (169) : 

c) Preparative electrophoresis procedures; for instance the following procedure- A 
supernatant from a centrifuged enzyme treated cell or cell line preparation is 
subjected to a gel electrophoresis, such as a sodium dodecyl 

^ P £ a rf^ ly ?o^ araid9el electr °Phoresis (SDS-PAGE) (cf. Laemmli, U.K. Nature, 
227:680-685; 1970), or an agarose gel electrophoresis. Subsequently, labelled 
h^He S ? Ch 33 monoclonal antibodies, reactive with u-PAR, are used to identify 

bands primarily constituted by the isolated u-PAR compounds. For instance the 

t^ 16S *n USSd any conventi °nal immunoblotting technique. The markers may 

be isotopes or fluorescein labels detectable by means of relevant sensitive films 
After identification the u-PAR containing bands of the gel may be subjected to a' 
treatment resulting in the release of the u-PAR compounds from the gels such as 
XSSE?; ^volving slicing up the gel and subsequent elution of u PAR compounds . 
determined' ° acid sequence of the u-PAR proteins obtained may be 

Brief Summary Text (171) : 

of^L t0 cul 5 ivation ° f the microorganism, the DNA fragment encoding the polypeptide 
of the invention may be subjected to modification, before or after the DNA fragment 
has been inserted in the vector. The polypeptide produced may also £e subJecteTto 
modification. The modification may comprise substitution, addition, Insertion 

lament 1 Z/t ST nof ■ ? °" ° r m0re nucleotid es and amino acids in the DNA 
fragment and the polypeptide, respectively, or a combination of these modifications 
The term "substitution" is intended to mean the replacement of any one or more amino 
acids or nucleotides in the full amino acid or nucleotide sequence with one or mo^T 
others "addition" is understood to mean the addition of one or more amino acids or 
nucleotides at either end of the full amino acid or nucleotide sequen ce "insert ion" 
w?thln 6 ?h e V° mean the introduction of one or more amino acids or nuckot 
l££n \ L ? ammo acid or nucleotide sequence, and "deletion" is intended to 
indicate that one or more amino acids or nucleotides have been deleted from the full 
amino acid or nucleotide sequence whether at either end of the sequence or at any 
suitable point within it. "Rearrangement" is intended to indicate tha~t one or more 
amino acids or nucleotides or the sequence has been exchanged with each other ?he 
Sna flT , T y ' * owever < also be edified by subjecting che organism carrying the 
mut^n? -2 muta 9 en ^ation, preferably site directed mutagenization so as to 

mutagenize said fragment. When the organism is a microorganism, the mutagenization 
may be performed by using conventional mutagenization means such as ultraviolet 
radiation, ionizing radiation or a chemical mutagen such as mitomycin C 
5-bromouracil, methylmethane sulphonate, nitrogen mustard or a nitrofuran or 
mutagens known m the art, e.g. mutagens of the type disclosed in Miller J H 
Molecular genetics, Unit III, Cold Spring Harbor Laboratory 1972. 1±er ' J ' H "' 

Brief Summary Text (172) : 
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S 1 " °* suitable modifications of the DNA sequence are nucleotide substitutions 
which do not give rise to another amino acid sequence of the protein, but which 

J: 9 ,"' IZllT* ° nd 1 t °^! e co ?° n . UBa ? e of the specific organism in which the sequence 
is inserted; nucleotide substitutions which give rise to a different amino acid 
sequence and therefore, possibly, a different protein structure witho ut howeve r 
impairing the critical properties of the polypeptide encoded by the ml sequence'- a 
subsequence of the DNA sequence shown above encoding a polypeptide which has 
retained the receptor properties of the native u-PAR; or a DNA sequence hybridizinq 

orovJded a fLr^ ° f a / NA P re ? ared on the b *sis of the DNA sequent shown" 9 
provided that it encodes a polypeptide which has the biological property of u-PAR. 

Brief Summary Text (174) : 

Jerhn n '^" k r W V hat USe of / ecombina nt DNA- techniques , including transgenic 
^^? U SS ' may be associated with another kind of processing of the polypeptide 
than the processing of the polypeptide when produced in its natural environment 
Thus when a bacterium such as E . coli is used for the production of the polySeotide 
of the invention, the amino acid residues of the polypeptide are not glycosylated 
o^organism^ ^^''^ * ^V-sylated when produced in another microbism 

Brief Summary Text (176) : 

Imfr,o e ^H trUn - ated P^eptide" refers to a polypeptide deleted for one or more 
amino acid residues eventually resulting in changing of the properties of the 
?eS?^ !' ?'?' S ° 1 f il i t y- In a fu ^her meaning, the term "truncated polypeptide" 
refers to a mixture of polypeptides all derived from one polypeptide or expressed 
from the gene encoding said polypeptide. Such truncated polypeptides mighJ Irise for 
re1^- in Vector/ 5 ost cel1 systems in which part of the cS^has been deleted by 
restriction enzyme digestion or other suitable methods, resulting in the expression 
of a protein not normally produced in that system. expression 

Brief Summary Text (177) : 

Uouid^r SiT!^ de ° f l h& , inven ^ ion be Prepared by the well-known methods of 

TnH^HH i P ■! P e P tlde synthesis utilizing the successive coupling of the 

1Ua a ^"°, acids of the polypeptide sequence or the coupling o? individual 
sS^-m min9 f ^9 ments of the Polypeptide sequence which fragments 
subsequently are coupled so as to result in the desired polypeptide The solid phase 
peptide synthesis may e.g. be performed as described by R . 7. Merrifield J Am 
Chem Soc 85, 1963, p. 2149. In solid phase synthesis" the amino acid seouenct'is 
constructed by coupling an initial amino acid to a solid sup port and t h^n 
sequentially adding the other amino acids in the sequence by peptide bonSinq until 
the desired length has been obtained. In this embodiment, the solid support may aL 
~T aS -K^ S a f rier f ° r the P^VPeptide of the invention in a vaccine preparation 
as described below. The preparation of synthetic peptides may be carried out 
essentially as described in Shinnick, Ann. Rev. Microbiol. 37, 1983 pp 425-446. 

Brief Summary Text (190) : 

The diagnostic agent, may, e.g, be an antibody as defined above. Alternatively the 
diagnostic agent may be in the form of a test kit comprising in a container a 
polypeptide comprising a characteristic amino acid sequence of u-PAR eq a 

fn^hf 6 - 111 din9 .°^ inClUded in thS sequence (1) . The diagnostic agent may be used 
in^the diagnosis of diseases related to abnormal numbers of u-PARs residing on the 

Brief Summary Text (192) : 

SSasf aLtZ^ ^ S f Ul 38 labSlS are -o^a.-galactosidase, urease, glucose 

^ n 1 anhydrase, peroxidases (e.g. horseradish peroxidase , phosph atases 

ribonuclease" 6 " aCld ph ° S P hatase) • glucose -6 -phosphate dehydrogenase and 

Brief Summary Text (193) : 

Enzymes are not in themselves detectable, but must be combined with a substrate to 
catalyze a reaction the end product of which is detectable Thus a substrate lj° hp 
added to the reaction mixture resulting in a coloured, iluoresceAt or ^ * 

tnrcoJour'fTuorSSnr " ^ " ChaaaB ° r in a Chan 9 e in the intensity of 

tne colour, fluorescence or chemiluminescence . Examples of substrates which are 
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useful in the present method as substrates for the enzymes mentioned above are 
dma I ! ' P- nitr °Phenylphosphate, lactose, urea, .beta . -D -glucose, CO. sub. 2 
RNA starch or malate. The substrate may be combined with, e.g. a chromophore which 
is either a donor or acceptor. u 

Brief Summary Text (197) : 

S ^n^H d ir nt K°^ the invention an antibody or a polypeptide of the invention may 
be coupled to a bridging compound coupled to a solid support. The bridging compound 
which is designed to link the solid support and the antibody may be hydrazine 
Protein A, glutaraldehyde, carbodiimide, or lysine . 

Brief Summary Paragraph Table (1) : 

— _ __ Three-letter One-letter Amin o acid 

abbreviation symbol Alan ine Ala A A ' ' 

Arg R Asparagine Asn N Aspartic acid Asp D Asparagine or aspartic acid As xT" 1 " 
Cysteine Cys C Glutamine Gin Q Glutamic acid Glu E Glutamine or glutamic acid Glx Z 
Glycine Gly G Histidine His H Isoleucine lie I Leucine Leu L Lysine Lys K Methionine 

^TyroSne^^valSe L?? ™ ^ ? ^ ^ 5 ^ ~ ha « 
Drawing Description Text (3) : 

r F T«; a 1 ^iiT he Trit °" . X ' 114 fractlon containing membrane proteins from PMA-treated 
nil W f S ^ Ub ^ cte f to affinity chromatography using immobilized DFP-treated 

u-PA. The neutralized column eluate was dialyzed aginst 0.1% acetic acid and 
concentrated by lyophilization. A portion, representing 2 . times . 10 . sup. 8 cells 
^f°r-n Ur ^ 1Cat ^° n ' wa£ \ run on ?" 16% gradient SDS-PAGE under reducing conditions 
2^ are Indicated "** Sllver " stained - The molecular weights of marker proteins (lane 

Drawing Description Text (11) : 

"rt S : h Z A :?: FIG " A shows the initial amino-terminal amino acid sequence information 
and the oligonucleotide synthesized and used for library screening; I stands for 
™^ ine « I \l B Sh ° W ? thS restricti °* ^p of p-uPAR-1 clone and the strategy 
employed for the complete double stranded sequence. FIG. 7C shows the hydrophobicity 
hvdronhohi r iSS ? ^s the amino acid residue position, the ordinate the degree of 
SoonSe (1982) U USin9 ^ al9 ° rithm ° f Hopp and Wood < 1981 > and Kyte and 

Drawing Description Text (16) : 

FIG. 11 shows SDS-PAGE (12.5%) electrophoretic analysis of the p-u-PAR-PFLM-1 mutant 
transacted into LB6 cells. Cells were incubated with iodinated ATF, washed 

^ ™ X ' 11 J' ^ an am ° Unt ° f extract ^responding to 300, 000 cells 

cross-linked with DSS as described before and run on the gel (right-hand panel) 

similarly, conditioned medium was centrifuged at 100 , 000 . times g and the 

supernatant (a volume corresponding to 15,000 cells) was incubated with iodinated 

J L^ni f 6 V lth ^ anal y 2ed ^ SDS-PAGE (left-hand panel). Lanes a and 

b are duplicates from cells grown at different densities. 

Drawing Description Text (17) : 

FIG. 12 shows an elution profile from cation-exchange chromatography of amino acids 
released from u-PAR after acid hydrolysis. The protein was initially^ pur ified rrom 
PMA- stimulated U937 cells (6 . times . 10 . sup . 9 cells) by Triton X-114 detergenc-ph^se 
"iSSfinf ? ffinitY Chr0mat0 ^aphy (DFP-u-PA Sepharo^eTT To improvfpuritf and 
eliminate interference on amino acid analysis from low molecular weight compounds 

J" 6 ? 01 ^r^ 1 ? 1 ? WaS dial Vsed thoroughly against 0.1% acetil acid, 
lyophilized and then subjected to Tri cine -SDS-PAGE followed by electrotransf er nr.hr> 
a 0,45 mu.m PVDF-membrane (8 cm.times.8 cm). The insert showi til immobilized u-PAR 
after staining with Coomassie Brilliant Blue R-250. A slight decrease inability of 
u-PAR was observed in this experiment, due to a large excess of the zwitterionic 
Df™ 1 ^ CHAPS in the ^^1"^ preparation. The stained area of ™ e tteri ° nic 
ITo sZ^l ane r fP resentin 9 U " PAR was seised and hydrolysed in vacuo for 20 hours at 
HO^degree. in the presence of 3 , 3 ' -dithiodipropionic acid (DTDPA) . Cys-X is the 

EtN d ifet f hanolam! n : een ^ dUrin9 ***»>W. is^ucosamSe and 
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Drawing Description Text (20) : 

FIGS. 15A-15C show the change in hydrophobic properties of purified u-PAR upon 
treatment with Pi -PLC. u-PAR, purified from PMA-stimulated U937 cells, were either 
untreated (NONE) or incubated for 30 min at 37. degree. C. in 50 mM triethylamine/HCl 
(pH 7.5), 5 mM EDTA and 0.1% Triton X-100 without any phospholipases (MOCK) or in 
the presence of 20 .mu.l/ml PI-PLC (PI-PLC) . One sample was incubated with 200 
.mu.g/ml phospholipase D purified from cabbage in 50 nM acetate (pH 6.0), 10 mM 
CaCl.sub.2 (PLD), and another with 100 .mu.g/ml phospholipase A. sub. 2 purified from 
bee venom in 50 mM HEPES (pH 8,0), 10 mM CaCl.sub.2 (PLA.sub.2). 

Drawing Description Text (21) : 

These u-PAR preparations were then subjected to temperature -induced detergent -phase 
separation in 1% Triton X-114. This phase separation was repeated once for the 
resulting aqueous and detergent phases by addition of extra Triton X-114 and 0 1M 

res P ectiv ely. Finally, cross-linking analysis with 1 nM .sup. 125 
I -labelled ATF was performed on parallel aliquots of aqueous (A) and detergent (D) 
phases, followed by SDS-PAGE (10% T and 2.5% C) under non-reducing conditions. Areas 
corresponding to sup. 125 I-ATF/u-PAR complexes (Mr 70,000) were excised from the 
polyacrylamide gel and the radioactivity was determined (shown as % of total 
radioactivity in A+D at the bottom of each lane) . 

Drawing Description Text (22) : 

^'^L* 110 ™ 3 3 com P arison of COOH- terminal amino acid sequences from proteins, in 
which the processing sites during GPI -membrane anchoring are known, to that 
predicted for u-PAR (SEQ ID N0:21) (based on amino acid analysis, Table 5) The 
mo 1 ?^ aC1 ^ S T ,^°^ ed in attachment to the glycolipid are highlighted. VSG (SEQ ID 
NO:17) and PARP (SEQ ID N0:16) refers to variant surface glycoprotein (and procyclic 
acidic repetitive protein from Trypanosoma brucei. CEA (SEQ ID NO • 19) is 

Thv C i n< ?sS r ?TD n MO to? 196 ?'' ^ if E ° ID / 0:18) is Placental alkaline phosphatase and 
Thy-1 (SEQ ID NO: 20) refers to the surface glycoprotein isolated from rat 
thymocytes . 

Drawing Description Text (24) : 

FIG. 18 shows SDS-PAGE of detergent phase from Triton X-114 phase -separated extracts 
from U937 cells treated with PMA for different time-periods , Chemical cross linked 
to .sup. 125 I -ATF . Non-treated cells and PMA (150 nM) treated cells were acid 
treated and lysed. The detergent phases were incubated with .sup. 125 I -ATF cross 
linked with DSS and run in a 6-16% SDS-PAGE gradient gel followed by 
a ^°^H 9 ^r E1 « ctr °P hore tic mobility of molecular weight standard proteins are 
+PMa 94 f t l6ft - 1 - ^"'treated cells, 2. + PMA 3 hours, 3. + PMA 9 hours, 4. 

^) 2 frr;Ep2 5 cens" 48 h ° UrS ' " Blind ' " 1% Sit- X-114 total lysate (diluted 

Drawing Description Text (26) : 

from i 2 T^f^i SD r PA ^° f . d ! ter ? ent Phase from Triton x " 114 Phase-separated extracts 
from U937 cells treated with Dibuturyl cAMP for different time periods, chemical 
cross-linked to .sup. 125 I -ATF . Non-treated cells and Dibuturyl cAMP (i mM) treated 
cells were acid treated and lysed as described in Materials and Methods The 
in Tl e ?L P Snr™™ re ^ cuhated vith -sup. 125 I-A TF , cross linked with DSS and run 
mobflfr'i L ; PM ? 9radle ^ 9 el snowed by autoradiography. Electrophoretic 
mobility of molecular weight standard proteins are indicated to the left 1 
Non- treated cells, 2. + Dibuturyl cAMP 12 hours, 3. +Dibuturyl cAMP 24 hours' 4- 
+Dibuturyl cAMP 4 8 hours, 5. +Dibuturyl cAMP 72 hours. ' 

Drawing Description Text (28) : 

!H^ 22 '^ ePe u denCe ? f Pl asmin formation in serum medium on the concentration of 
added native human plasminogen. Confluent layers of HT-1080 cells were incubated for 
3 hours m MEM medium (0.5 ml) containing 10% heat -inactivated and incu oated for 

f o a lZ n °r^:: d t Pl t ted f ^ al Cal ! SerUm ' With the Edition of native human plasminogen 
to the concentrations shown. The conditioned media were harvested and the cells 

Jo n ob^S r ^ ^ mes 7i th PBS - The cells were treated with 1 mM tranexamic actl in PBS 
r r a S?on , ?? Und f ractlon of Plasmin. Plasmin was assayed i n the cell-boun d 
fraction ( . smallcircle . - - . smallcircle . ) and the medium 
(.circle-solid. --.circle-solid.) as thioesterase activity. 
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Drawing Description Text (30) : 

™2 : 24 n P if smin release from HT-1080 cells into serum-free and serum-containing 
media. Confluent layers of HT-1080 cells were first loaded with plasmin by 
incubation for 1 hour at 3 7. degree. C. in serum- free MEM medium (0.5 ml) containing 
human plasmin (0-5 .mu.g/ml) . After rinsing the cell layers three times they were 
incubated for 2 hours at 3 7. degree. C. with either serum- free medium 
(.smallcircle. --.smallcircle.) , medium containing 10% heat -inactivated and 
Plasmmogen-depleted fetal calf serum (. circle-solid. --. circle-solid. ) , or the 
^^f/tn ^ rane ?f^ C ^ (10 ° - mU - M) < -box-solid.-. box-solid.). Plasmin was then 
ZJi- S C Cell - bound fraction (A) and the media (B) . At the time of transfer to 
new media, there was approximately 28 ng of plasmin bound to the cells from the 
pretreatment with 2.5 .mu.g of plasmin/ well . 

Drawing Description Text (31) : 

FIG. 25. Effect of pretreatment of HT-1080 cells with DFP-u-PA on bound u-PA 

of Hr?o«o n l?? llity t0 produce bound P^smin in serum medium. Confluent cell layers 
of HT-1080 cells were preincubated for 18 hours at 37. degree. C with the 

ion = shown ° f DFP-u-PA in serum-containing medium (0.5 ml). After rinsing 
three times the cells were incubated for 1 hour at 37. degree. C. with MEM medium 
containing 10% heat -inactivated and plasminogen-depleted fetal calf serum, with 
addition of native human plasminogen (40 .mu.g/ml) . After incubation, half the 
replicate wells were rinsed and treated with aci d-glycine to recover the total bound 

u~PA ^hrotSer^ir-^'^^H^^ ^ i-Iuded^FP-u-PA, Pro-u-PA and active 

u-pa. The other wells were used to recover bound plasmin 

(.circle-solid. --.circle-solid.) by elution with tranexamic acid . 
Drawing Description Text (32) : 

FIG. 26. Activation of cell-bound u-PA proenzyme in serum medium after addition of 
plasminogen Confluent layers of HT-1080 cells were prelabelled for 5 hours at 
hlafi^riH^rf ^up . 35 S -methionine . After restoring complete medium with 10% 

™ o/^Tf and Plasminogen-depleted fetal calf serum, native human plasminogen 
(200'kiwLiV J*** ffK a f th ! inCubation continued for anoth£r 3 hours . P A protinin 
iilh S?h 3d d bef ° re harvest °f med ium, and the rinsed cells were treated 

with aci d-glycine to recover the bound u-PA fraction. Acid eluates were neutralized 
cond^To^ Pr T^ P ^ ated Wlth ?° at antib °dies to u-PA, before SDS-PAGE under reducing 
w??ho,^ V f^orogram shows: in lane 1, control immunoprecipitate of culture 

without plasminogen with goat antibodies to human t-PA; lane 2, culture without 
plasminogen immunoprecipitated with goat anti-u-PA antibodies; lane 3, culture with 
plasminogen immunoprecipitated with u-PA antibodies. ^uxcure wicn 

Drawing Description Text (33) : 

FIG 27. Activation of cell-bound u-PA proenzyme in serum medium after the addition 
of plasminogen Confluent layers of HT-1080 cells were incubated with MEM medium 
containing 10% heat-inactivated and plasminogen-depleted fetal calf serum and native 
human plasminogen (40 .mu.g/ml). After the time intervals shown, aprotinin °200 
£S5 i Wa ". addSd and the rinsed ce H s w «re treated with acid -glycine to recover the 
bound fraction of u-PA. The u-PA in the neutralized eluate wa s assaye d by an 
immunocapture method, using an NPGB inactivation step to determined the pro-u-PA 

t d ^ii S - e f ° dS) \? IG - 27A Sh ° WS the P^-u-PA index for cultures without 
(.smallcircle. --.smallcircle.) and with (. circle-solid. --. circle-solid ) 
plasminogen The zero-time sample with plasminogen shows that some change alreadv 
occurred during work-up of the cells. FIG . 27B shows the eluted u-PA activity from 
cultures without plasminogen ( . smallcircle . - . smallcircle . ) , with plasminogen^ 

Z ^°i e "! t d ---- cir cle-solid.) , and with plasminogen and a neutralizing monoclonal 
antibody to human PAI-l (10 .mu.g/ml) ( .box-solid. --.box-solid. ) . monoclonal 

Drawing Description Text (34) : 

FIG 28. Model for cell surface plasminogen activation. In this proposed model u-PA 
memoranf and plasminogen receptors (plg-R) are depicted on the cell' 

pSen? as ™,! p^ P ? SUrS t0 P lasmin ?9en (pig) , virtually all the bound u-PA is 
present as pro-u-PA (open squares) , but it is assumed that some active u-PA 
molecules exist (closed squares). On plasminogen (open rectangles) binding (which 
™ y * e secluded by the presence of tranexamic acid ) , plasmin 9 (pi closed 
rectangles) is formed on the cell by the action of the bound active urokinase This 
step may be inhibited by PAI-l and PAI-2, and by an anti -catalytic mono^ona?' 
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?n^£?^ t0 K U "^ (a ?ti-u-PA-ab) . The bound plasmin thus formed is resistant to 

i Y al P ha - 2 - anti -Plasmin present in the serum medium, but sensitive to 
(anJ? ni a Protinm and an anti-catalytic monoclonal antibody io plasmin 

i tl ;ff )1 • As ^t ve P lasmin becomes available, it catalyzes the activation of 
more bound pro-u-PA to active u-PA, thus amplifying the proteolytic system 
Activation of pro-u-PA is inhibited by tranexamic acid (which pLventfplasminoqen 
binding), aprotinin and an anti -catalytic monoclonal antibody to plasmin! 9 

Drawing Description Text (56) : 

PIG. 45. Western blot showing the reactivity of the antisera used 500 net of 
Purified u-PAR (lanes 2 and 4) or the Triton X-114 detergent phase a a fro-n 
SDs'pA^ S ^t SUP -H PMA - Sti[ ™ lated cells (lanes 1 and 3) were analyzed by 

SDS-PAGE under reducing conditions on a 6-16% gradient gel, and Western blottina 

£ X gL a :», the P J^? antisera mouse anti-u-PAR serum diluted 1:250 Qanes 1 and^) 
or the above control serum at the same dilution (lanes 3 and 4) . 

Drawing Description Text (57) : 

FIGS 46A-B show a Western blot, demonstrating the reactivity of polyclonal rabbit 
antibody against u-PAR. 75 .mu.l samples of Triton X-114 detergen? phase from 

DFP^rLtedTpf X E™?e Tl ^ 310116 (lane 1} ' ^ 1th 

treated u-PA (Example 1; final concentration 10 .mu.q/ml) (lane 4) or *ft-^y 

aS^r'LTcrrolTne °' t ^ chSaJ ' croL-l' Sing 

J S 3 contro1 ' the same amount of DFP-treated u-PA was analyzed alone, 
after the performance of cross-linking (lane 5), or directly (lane 6) The sample in 
lane 2 contained 75 .mu.l of the cell lysate detergent phase, which was subiecKd to 
chemical cross-linking without the addition of DFP treated u-PA The samples werf 
SfSrS ^;\ 6 *.9 radient SDS-PAGE under non-reducing conditions, followed Z * 
electroblotting onto nitrocellulose. The sheets were incubated with Purified and 

IaG°SS l 9 ° fr ° m rabMt a " fci - u - pAR "™ (FIG. 46A), or with puriried and Absorbed 
IgG from pre -immune serum from the same rabbit (FIG. 46B) . The IgG concentration 
during the incubation was 12 .mu.g/ml in both cases. The sheets were Severed with 
SEE ^^^S^^ ^ inSt ^ **> *>"~» by^Ite^ioVof 11 

Detailed Description Text (6) : 

T ^^ ne "? DS " PAGE of / am P les to be electroblotted for amino acid analysis or NH sub 2 
m?S£S? l amin °7 acid sequencing was performed in a Mi ni Protean II apparatus 
if C Si Th^fT t0 SGha 9? er and von Ja 9°»' "87, on a 0.75 mm homogeneous 7.7% T 
lith ?f mM ? 9 Pre-electrophoresed for 3 hours at 15 mA in the gel buffer 

with 12 mM 3-mercaptopropanoic acid added as a scavenger. The freeze-dried samnle 
was dissolved directly in 50 .mu.l of the sample bufflr with 40 mM dithJoery^itol 
as the reducing agent, and boiled for 2 minutes. The gel buffer used for 

^!:^ e T° Ph0reSiS was replaced with electrophoresis buffer, af?er which 
electrophoresis was performed for 4 hours at 60 V. 

Detailed Description Text (7) : 

seSncinf '^VSi e \ for ^inoacid analysis or NH.sub.2 -terminal amino acid 

sequencing. After electrophoresis, the Tricine-SDS-polyacrylamide ael was 

HT7 bl T e t °K t0 a .P° 1 y v -yli d ene difluoride (PVDF) Membrane (Millipore) using a 
semi -dry electroblotting apparatus (JKA Instruments, Denmark) Electroblo?tino rnot 
place at pH 11. o in 10 mM CAPS (3- (cyclohexylamino) ^1 -propane sulfonic aciaf 9 

ml/c^sup 2-fof2 d no hi0er S hrit01 ^ 10% mSthano1 ' Was P-fcrmed Tt 8 

mA/cm.sup.2 for 2 hours. The protein was localized by staining with Coomassie v?^n 
for 2 minutes and brief destaining, followed by wash in water 9 (Matsudaira? 19SV 

Detailed Description Text (8) : 

Alkylation of electroblotted protein and amino acid sequencing. The 

9% Zl SSX V sta ^ ned Protein band was cut out from the PVDF-membrane and treated with 

identification of this derivative was assured by a test-sequencing of chicken 



Record Display Form 



http://westbrs:8002/bin/cgi-bin/accum_q...TDBD&action=PRESENT&p_L=20&p_u form 



lysozyme (with cysteine at residue no. 6) after parallel preparative 
electrophoresis, electroblotting and alkylation. 

Detailed Description Text (9) : 

Determination of amino acid composition and amino sugars . For hydrolysis of 

l]t f U " PAR ' 3reaS ° f PVDF membranes containing Coomassie-stained and in 

situ alkylated protein were treated with 6M HC1 containing 0.05% phenol for 20 h in 
vacuo at 110. degree. C. Amino acid analysis was performed on a waters amino aci d 

SLT^,!? 1 / post-column o-phthaldialdehyde identification system, a s 
described (Barkholt and Jensen, 1989) . ' ' 

Detailed Description Text (14) : 

SS 1 ,^!! 1 ? ^ ^ eter 9 ent ?* aSe se P aration - PMA- stimulated U937a cells were washed 
and acid-treated as described by Nielsen et al., 1988. 20 ml lysis buffer (0 im 
Tris/HCl P H 8.1, 1% Triton X114, 10 mm EDTA, 10 .mu.g/ml Apro?inin)and 0 I'll 100 
mM phenylmethylsulfonylfluoride in dimethylsulf oxide were added to 10 sup 9 
acid-treated cells at 0. degree. C. The suspension was mixed thoroughly, left on ice 
!hirh ™t ' ^ 39 K in and left at °- d ^ree. C. for another 5 minxes, af?er 

minuses clarifl ^ by centrif ugation at 4. degree, c, 16, 000 . times .g for 10 

Detailed Description Text (17) : 

ihl a tll detergent P ha ^ eS fr ° m ° ther cel1 type* < as indicated) were prepared in 
the same manner, except that smaller amounts of cell material were used The amounts 
tt til ^ a ? en ts "ere reduced proportionally. In one experiment, 0.5% CHAPS was used 
as the lysis detergent instead of 1% Triton X114. In that experiment, no phase 
separation was performed. F ' P n ^se 

Detailed Description Text (18) : 

^o.owL°^ aff t ni ^ y matrix : 2. 5. times. 10. sup. 6 IU (approximately 25 mg) of u-PA 
(Serono) was dissolved m 25 ml 0.1M Tris/HCl, pH 8.1, 0.1% Tween 80. The enzyme was 
inactivated by addition of 250 .mu.l of a fresh 500 mM stock^oTTTtion of 
diisopropylfluorophosphate (DFP) in isopropanol and incubation for 4 hours at 
hours 91 " 66 ' W 9 further addition of the same amount of DFP after the first 2 

Detailed Description Text (19) : 

The reaction was stopped by extensive dialysis at O.deqree C aaain^t n 5;m 
NaHCO.sub.3, O.SMNaCl, 0.1% Triton X-100, pH 8.5. ' a 9 ainSt 0 " 25M 

Detailed Description Text (21) : 

Affinity purification. The clarified detergent fraction obtained from 
6, times 10. sup. 9 U937a cells was diluted with 1 vol washing buffer-1 (10 mM sodium 
phosphate, 140 mM sodium chloride, 0.1% CHAPS , pH 7.4) and chromatographed on a 
app^at^of 1 ^ 8 ^ ? FP -; PA -^pharose, equilibrated with the same buf ier After 
application of the sample, the column was washed with washing buffer-1 followed bv 
washing buffer-2 (10 mM sodium phosphate, IM sodium chloride 0 . 1% CHAPS pH 7 4) * 

S?oridr 0 W l% CH^PS ed pS°2 if°^ W l th % 1Uti ° n bUff6r ( °- 1M - etic -cSf o.S sodium 
cmoriae, 0.1% CHAPS, pH 2.5). Elution fractions were immediately titrated to d h 7 r 

by addition of the appropriate volume of 0.1M sodium phosphate, I. In sodium P 
carbonate P H 9.0. u-PAR-containing fractions were identified by chemicaJ 
cross-linking to the .sup. 125 I-labelled amino terminal (ATF) fragment of urokinase 
followed by SDS-PAGE and autoradiography. Purified u-PAR samples for amino Icid 
analysis or NH.sub.2 -terminal amino acid sequencing were dialyzed ag ainst 0 it 
acetic acid and lyophilized. y against u . 1% 

Detailed Description Text (22) : 

Protein labelling with .sup. 125 I. .sup. 125 I-labelling of ATF was performed as 
described previously (Nielsen et al., 1988), except that 0.1% Triton X100 was 
replaced by 0-01% Tween 80. Purified u-PAR, concentrated by friiiStrying after 
dialysis against 0.1% acetic acid, was iodinated in the same manner except that 1 5 
•mu.g protein was treated with 250 .mu.Ci .sup. 125 I in a volume of 25 Z 1 

Detailed Description Text (26) : 

For complete removal of N-bound carbohydrate, the samples were denatured under 
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mildly reducing conditions by the addition of SDS and dithiothreitol to final 
ITtZ nfnT 8 ° f °- 5 * an ^ 1-6 mM, respectively, and boiling for 3 minutes. Aliquots 
of the denatured samples (10 .mu.l) were adjusted to include 200 mM sodium 
phosphate, pH 8.6, 1.5% Triton X-100, 10 mM 1,10 phenanthroline (added from a 
methanol stock solution) and either l unit of peptide .-N-glycosidase F (N-glycanase 

37 S££i; °r n ? ^o^' in 3 t0tal VOlUme 30 • mU - 1 - ^glycosylate was performed at 
3 7 degree C for 20 hours. During studies on non- fractionated cell lysates obtained 

a l t r ^ S lt w 7 th 1 CHAPS ' 100 ™M -beta.-mercaptoethanol was used for reduction instead 
of dithiothreitol. and 10 mM EDTA was included during deglycosylation instead"! 
1,10 phenanthroline. 

Detailed Description Text (29) : 

Purification. PMA-stimulated U937a cells were acid-treated to remove any 
surface-bound u-PA and lysed in a Triton X114 containing buffer. The detergent 
extract was subjected to temperature -induced phase separation, and the isolated 
detergent phase was used as the raw material for affinity chromatography. The acid 
eluates were neutralized and analyzed, either directly or after concentration by 
dialysis against 0 1% acetic acid and lyophilization . The electrophoretic appearance 
of the purified material is shown in FIGS. 1A-C. fpedidnce 

Detailed Description Text (33) : 

Quantification by amino acid analysis indicated a purification yield of 6-9 mu q 
6 t™2 io e sup°9 r cefls 9 ab ° Ut 10 " 15 ' mU - 9 U " PAR S 1 *"*"*^ see below) f?om 
Detailed Description Text (34) : 

A^noac^ composition and NH. sub 2 -terminal amino acid sequences. The amino acid 

composition of the purified protein after preparative electrophoresis 

electroblotting and alkylation with iodoacetamide is shown in table 1 This 
S 8 !' 1 ? 11 ^eludes a strikingly high content of cysteine residues. Further, it is 

^hat rather few lysine residues are present. The analysis system employed 
allows the quantification of glucosamine and galactosamine in addition to the amino 
^W--°l U ^ amine WaS detect f d in ^ amount corresponding to approximately 30^^ 
of N-acetylglucosamine per mol protein, correcting for loss during hydrolysis. In 
contrast, no galactosamine was identified. 

Detailed Description Text (35) : 

The high number of glucosamine residues detectable after acid hydrolysis, as well as 
the large decrease in apparent molecular mass following treatment with 

SwHf"? lyC ° SidaSe F ( - ee bSlOW) ' indicate th at large side chains of N- linked 
carbohydrate are present in the protein. The failure to detect any galactosamine 
indicates that this type of 0-linked carbohydrate is absent in u-Pa! However the 
presence of other 0-linked oligosaccharides that escape detection by amino acid 
analysis cannot be excluded. 

Detailed Description Text (36) : 

Two amino acid sequencing experiments were performed. In the first sequencing 
experiment direct NH.sub.2 -terminal sequencing of affinity-purified u-PAR was 
performed after dialysis and lyophilization. A partial sequence (Table 2A) was 
material! ^ demonstrated that onl y °™ sequence was present in the purified 

Detailed Description Text (38) : 

™f^i n ^ ab ^ 2 ' 311 amino acid res idiies identified proved identical when 
comparing the two sequences. Furthermore, positions 3, 6 and 12, which were 
identified only in the second experiment, all proved to be cysteines. Thus the lack 

to 3Z itT i 1Ca ^? n , at thGSe P° sitions in the first experiment was to be 'ascribed 
° ^ lack °* alkylation. It was clear that the only detectable NH.sub.2 -terminal 
% in thS P re P aration w as associated with the electrophoretic mobility of 
u-PAR Consequently, no additional sequences were hidden in the form of for 
example low molecular weight peptide components associated with the major 
polypeptide chain. J 

Detailed Description Text (39) : 

A search in the Georgetown University protein data base did not reveal any identity, 
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nor even pronounced homology, of the u-PAR NH.sub.2 -terminal amino acid sequence to 
any known protein. H 

Detailed Description Text (40) : 

The amino terminus, like the amino acid composition of the entire protein, is rich 
in cysteine residues. 

Detailed Description Text (41) : 

Data for probe construction (Example 2) were derived from the sequencing shown in 
Table 2A. For this construction, position 6 of the amino acid sequence was 
tentatively assigned Asn; see footnote a of Table 2A. 

Detailed Description Text (59) : 

Samples to be analyzed by chemical cross-linking to .sup. 125 I-ATF were 50-fold 
diluted in 0.1M Tris/HCl, 1% Triton X-114, pH 8 . 1 . The diluted samples were either 
clarified by addition of 0.25% w/v CHAPS (final concentration) or subjected to a 
single round of temperature induced phase separation (see Example 1) . After the 
phase separation of 1 vol. of diluted sample, each phase (i.e., the detergent and 
buffer fraction, respectively) was made up to 1 vol. by addition of 0.1M Tris/HCl 
pH 8.1, and clarified by addition of 0.25% CHAPS (final concentration). 

Detailed Description Text (61) : 

Enzymatic deglycosylation with N-Glycanase (Genzyme) was performed according to 
example 1, except that the actual concentrations during the deglycosylation step 
were the following: 0.08% SDS; 0.26 mM dithiothreitol ; 0.11M sodium phosphate; 0.9% 
Triton X-100; 5.3 mm 1,10 phenanthroline; 33.3 units/ml N-glycanase. 

Detailed Description Text (63) : 

i r clc°frS n °,l ^ i dentifc y of the 16 kD chymotryptic fragment of u-PAR (see 

Results" below) to the binding domain of the receptor requires a cross- linking 
experiment using non-labelled DFP-u-PA or ATF as the ligand and analysis by SDS-PAGE 
and silver staining, using the metods already adopted (see Example 1). For further 
analyses, the fragment will be generated on a preparative scale (i.e. using 
purified protein in the range of 20-50 .mu.g as the starting material). The 
N- terminal ammo acid sequence of the fragment will be obtained by the methods 
described in Example 1 (i.e., Tricine SDS-PAGE, electroblotting and amino acid 
sequencing) . Identification of the fragment will subsequently be done by comparison 
to the amino acid sequence derived from u-PAR cDNA. For a closer identification of 
the binding determinant, synthetic peptides covering the chymotryptic fragment will 
be constructed. The peptides will be assayed for their potential inhibitory activity 
against the binding reaction between u-PAR and the ligand, as studied by cell 
binding assays (Nielsen et al . , 1988; Appella et al., 1987) or by chemical 
cross-linking assay. 

Detailed Description Text (67) : 

In parallel, the samples were analyzed in the chemical cross-linking assay, using 

5)^h™L ll ,n S ^ h ^ ll9and (FIG - 5K WhUe the n °*-degraded samples (lanes 4 and 
5) showed the 70-75 kD conjugate band which is characteristic for the intact u-PAR 
see Example 1) , the intensity of this band was much reduced in the degraded samples 
Uanes 1-3) . In contrast, the degraded samples showed an approx. 30 kD cross-linked 
conjugate; i e the size to be expected for a conjugate formed between the above 
mentioned, 16 kD u-PAR degradation product and the 15 kD ATF. The presence of a 
minor binding activity corresponding to intact u-PAR was ascribed to the cleavage 
being slightly incomplete; compare to the molecular weight pattern of FIG 4 When 
^ a l Y tt S ,n a fJ >reCeeded bY Phase se P aration ^ the Triton X-114 system, it 'came out 
that th 30 kD conjugate was formed by a product preferentially present in the buffer 
phase, whereas the binding activity corresponding to intact u-PAR partitioned into 
the detergent phase (not shown) . 

Detailed Description Text (69) : 

In conclusion, the only detectable u-PAR fragment in the lower molecular weight 
(i.e below 40 kD) region, formed by chymotrypsin in the concentration range 
^H?i, Wa ^. a .^ 6 k ° P^duct consistent with the expected size for the fragment with 
u 9 ^ T lty °^ se ^ ed after cross-linking to .sup. 125 I-ATF. Unlike the intact 
u-par, the ligand binding fragment proved hydrophilic in the Triton X-114 system, 
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suggesting that this fragment does not include the diacylglycerol part of the 
protein (see Example 4) . The deglycosylation experiment showed that the ligand 
binding fragment is glycosylated and suggested that the polypeptide part of the 
fragment comprised only 6-10 kD, corresponding to approx. 50-90 amino acid residues 



Detailed Description Text (76) : 

The library was screened with synthetic oligonucleotide probes made on the basis of 
ammo acid sequence data from purified receptor protein (Tables 4-5) . The meltinq 

srsj-ziss "™ ulated £rom Lathe ' j - " oi - Bio1 - i83i » 85 - 

Detailed Description Text (79) : 

The hybridization conditions were then further tested in pilot experiments to 

from rh* n? £ S1 Ti K t0 n ° 1Se r u ti0 : Briefl y- nitrocellulose filters containing DNA 
from the plasmid library were hybridized to the end-labelled oligonucleotide probe 
f™ a r r =^ S tem P er f tures and salt concentrations (all within the range calculated 
Si™ h'hT';^ t6rS W6re ? roduced according to Grunstein and Hogness 
("Colony hybridization: A method for the isolation of cloned DNAs that contain a 

conditionfr"; Pr ° C H J'"",. ACad - SCi - USA 72 = 3961 ' 1975) - The hybridization 
conditions to be used for the screening were chosen as the ones giving the minimum 
amount of background hybridization. In Table 3, the amino acid sequence derived rrm 
dJHv^ m T ry am i no :^rminal sequencing of purified u-PAR (see Example 1) and the 
derived oligonucleotide sequence are presented. 

Detailed Description Text (81) : 

initially, the plasmid library was screened with the N-terminal probe using the 
procedure of Grunstein and Hogness (supra) . The detailed procedure is described 
below. Several positive clones were found but after the third rescreening only one 
remained The purity of the clone was checked and DNA was prepared from it See 
large scale DNA preparation below) . The DNA was digested withseveraHif f er S 
^ 1Ct "T, enZymeS ' and a ma ? of the restriction sites found in the clone was 
M^, ^ C ^ ( r e . PrOCedUre in Maniatis et al., Molecular Cloning: A Laboratory 
Manual, cold Spring Harbor Laboratory, 1982). The insert was further analysed by DNA 
sequencing (see procedure below) . The clone was able to code for 7 ou? of the 8 
ammo acids m the N-terminal peptide used to construct the 24-mer probe The 
sequence in the probe starts with an A whereas the clone had a T in this 'position 
nS« n V£ ^ Substi * ution of Cys for Met. The clone was thus isoiaced^v a 
specific hybridization but could not code for the correct peptide. 

Detailed Description Text (99) : 

doubJrstrand^nMr 6 °t ST ° f isolated clones (P-u-PAR-1) was obtained on 

n?y5^:f t ™H ■ - i b0t ? ° rientations usin 9 commercial primers for pEMBLlS (M13 
primers) and internal synthetic primers (see above) . The sequence is shown in 
Sequence (1 in the Detailed Description of the invention. She restrict^ map and 

J , e u f cl ?9 strategy are illustrated in FIGS. 7A-C. The cDNA clone is 13™? 
S « i ?/ 1 ™ the 5 ' 6nd tD the be 9inning of the polyA stretch. At the 5- 

' " u cleotides precede the first ATG codon which is followed by a 1005 
nucleotides sequence with an open reading frame, ending with a nonanucleotide 
seParaJe^hr?' 1 "^^^ codons " 312 nucleotides of 3- untranslated sequence 

ATO at nuelloHrf! J P i?* COd ? n fr0m the P ° lyA se< 3nence. The assignment of the 
AT ° at nucleotide 47 as the translation start site agrees with the consensus for 

SX 1 !^ "TZ^ (K ° Zak ' 1987) aS disc ^sed above. The translated sequent starts 
with a hydrophobic sequence which conforms to the rules for the siqnal neotide (vnn 

re^iSues 19 ™ ^ ^ PUtatiVe Si9 " al PSptide is f »^ sK^mino 'icm 

residues. The sequence shown in Sequence (1) was compared with the initial amino 

ZnV 6qUenCe (FIG - ?A) ' and ifc WaS ob served tha? in fact the o d sequence 
contained an error at position 6 (Asn instead of Cys) which, however did not 

^ i Solation of the right cDNA clone. ThJ L in £ act proven by the 25/26 
matches of the sequence derived from the cDNA with the definitive N-terminal nrotein 
sequence (see Example 1) determined in the course of this study after P rotein 
h C o a m r S e 7 la ^ lon . and electroblotting of the purified protein [the region of 
Itll ^ underlined in sequence (1)]. The calculated amino acid concent agrees 

well with the one measured on the U937 protein (see Exam ple 1) . Al so the calculated 
molecular weight (34,633) agrees well with the migrations the degjycosy^ated 
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protein (see Example 1) . 
Detailed Description Text (100) .- 

The human u-PAR is a relatively small protein of 313 amino acid residues. The amino 

acid sequence contains five potential N-linked glycosylation sites, in agreement 

with the high level of glycosylation of the protein (see Example 1). Starting at 
ammo acid position 282, a sequence of 21 hydrophobic amino acids flanked by 
arginine residues may represent a membrane spanning domain of the u-PAR (FIG 7C) 
iLmi^ C "^f m • . (possib ^ intracellular) side of the presumptive membrane -spanning 
segment, the arginine is followed by 9 additional hydrophobic amino a cids ending 
with a carboxy-terminal threonine. Because of the high hydrophobicity of the ten 
carboxy- terminal residues, u-PAR may contain no intracytoplasmic domain at all, i e 
also the carboxy-terminal 10 residues may be buried in the membrane. The sequence 'of 
the carboxy-terminal about 30 amino acid residues would also be compatible with a 
signal peptide for glycolipid-anchored, phospholipase C-sensitive membrane 
attachment (Ferguson and Williams, 1988). The u-PAR is a slightly acidic protein (6 
net acid charges), is very rich in cysteine, rich in glycine and leucine, and poor 
i n lysine The u-PAR is also rich in serine and threonine residues, which might 
indicate O-linked glycosylation (Russell et al., 1984). However, deglycosylation and 
sugar composition studies indicate that the receptor contains only N-linked 
carbohydrates (see Example 1) . 

Detailed Description Text (102) : 

Further studies of the u-PAR amino acid sequence revealed that the entire 
extracellular portion of the molecule is organized into three homologous cysteine 
rh*r ^T 1 ^ i 1 ' 9 ?'. 93 " 1 ^' and 192 "281) as follows: ##STR5## ( Aminoacid residues 
^f.!" .identical in at least two of the repeats are indicated through underlining 
and italics while conservative substitutions are indicated with italics only) . 

Detailed Description Text (128) : 

Receptors are anchored at the plasma membrane by a stretch of hydrophobic amino 
acids (the trans -membrane domain) or through a glycolipid anchor. Most intiirIT 
H^^ S / r f £1 ?!- h r e 3 Sin9le trans -^mbrane domain, although cases have been 
described of multiple trans -membrane domains. In many cases, the trans -membrane 
domain is present in the middle of the protein sequence, i.e. between the carboxy 
terminal portion (generally intracellular) and the amino terminus (generally 
extracellular, containing the binding site for the ligand in the case of most 
receptors) . A carboxy-terminal hydrophobic region is also a signal for 
glycolipid -anchor processing. 

Detailed Description Text (129) : 

The available information on the structure of the U-PAR indicates that it is a 
protein of about 35,000 daltons, i.e. about 330 amino acids . 

Detailed Description Text (130) : 

^ w n .- aCi ? Sequence com Patible with both a trans -membrane domain and a glycolipid 
anchor signal is present at the carboxy terminus. 

Detailed Description Text (131) : 

^ rd6r t0 P roduc f. a . Soluble receptor, it is necessary to modify the protein in 
such a way as to eliminate the hydrophobic, membrane -spanning domain or the 
glycolipid anchor signal, while retaining both the signal sequence for secretion and 
the extracellular, ligand-binding portion of the u-PAR. To this end two 
constructions have been made. In one of these, the carboxy-terminal 8 last amino 
acids have been eliminated by inserting a stop codon at the unique PFLM-1 site o f 
normai u^S™' f ° llowin 9 s ^-ce depicts the carboxy-terminal region of tSe 

Detailed Description Text (134) : 

which codes for a u-PAR molecule ending with Arg Leu and thus missing the last 8 

£ o f P- u - pAR 7 PF LM-l) • This clone has been deposited ai plasmid DMA in 
the Deutsche Sammlung von Mikroorganismen, Mascheroder Weg lb, D-3300 Braunschweig 
Federal Republic of Germany, on 27 Mar. 1990, in accordance with the prov?st onTof ' 
the Budapest Treaty for the International Recognition of the Deposit of 
Microorganisms for the Purposes of Patent Procedure, and has received Accession No 
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DSM 5865. 



Detailed Description Text (135) : 

p-u-PAR-PFLM-1 clone has been transfected into LB 6 cells as described above and its 
expression compared with that of wildtype p-u-PAR-l cDNA. As shown in FIG 11 this 
mutant expresses a u-PAR molecule that is partly recovered in the medium and partly 
retained in the cells. In fact, cross-linking to iodinated ATF shows a single band 
in the medium and two bands in the Triton X-114 extract (prepared as described in 
Example 1) . The lower molecular weight band corresponds to a molecular weight of the 
non-glycosylated u-PAR. Only the high molecular weight band is present on the cell 
surface (see below) . The data presented in FIG. 11 indicate that approximately 10 
times as much protein is present in the medium with respect to what is retained in 
the cell. 

Detailed Description Text (136) : 

A second mutant has been prepared in which the carboxy- terminal 36 amino acids have 
been deleted from the u- PA receptor, thus leaving a protein with no trans -membrane 
and no glycolipid anchor domain. To obtain this mutant, oligonucleotide -directed 
mutagenesis was employed, using the system commercially available from Amersham to 

X u Se l A 8 ^? S ECORV Site - To this end ' the following oligonucleotide was used 
which hybridizes to the nucleotides 935-952 of the u-PAR cDNA sequence: 

Detailed Description Text (144) : 

Acetylcholinesterases from human and bovine erythrocytes, phospholipase A. sub. 2 from 
bee venom and myelin basic protein from bovine brain were from Sigma. Phospholipase 
D from cabbage and phosphatidylinositol-specif ic phospholipase C from Bacillus 
cereus (PI-PLC) were from Boehringer Mannheim. u-PAR was purified from 
PMA- stimulated U937 cells as in Example 1. Active human u-PA was purchaged from 
Serono and was DFP- inactivated as described (Nielsen et al . , 1988); the amino 
terminal fragment (ATF) of u-PA was a kind gift from Dr. G. Cassani (LePetit, 
Italy). ATF u-PAR and DFP-inhibited u-PA were radiolabeled as described (Nielsen 
et al., 1988) except that 0.1% (v/v) Triton X-100 was replaced by 0 1% (w/v) CHAPS 
in the case of u-PAR and by 0,01% (v/v) Tween 80 in the case of ATF and DFP-u-PA 
Preparation of polyclonal rabbit antibodies against human u-PAR was carried out as 
described in Example 11. 

Detailed Description Text (148) : 

h^L C , U T ^ re Yf S P? r 5 ormed as described in Example 1. Prior to metabolic labelling 
human U937 cells (5 . times . 10 . sup . 7 cells/dish) were PMA-stimulated (150 nM) for 5 
hours in order to increase expression of u-PAR. For labelling with [.sup 3 
H] ethanolamme and [.sup. 3 H]myristic acid the cells were cultured in RPMI 1640 
medium, while labelling with myo-[.sup.3 H] inositol was performed in Eagle's minimum 
essential medium. Both media were supplemented with: 2 mM L-glutamine, 5 mM 
Na-pyruvate, 200 units/ml penicillin, 25 .mu.g/ml streptomycin, 25 mM HEPES (pH 
Lfi' I defatted BSA and 4 . times .normal concentration of non-essential amino 

§§§ft' £J \ I?T S f r ° m St ° Ck solutions in 25 mg/ml defatted BSA, oTTm 

HEPES (pH 7.4) to a final concentration of 0 . 1 mCi/ml in 10 ml media and metabolic 
labelling was allowed to proceed for 15 hours at 37. degree. C. Subsequently, the 
adherent cells were acid treated, washed and lyzed with 5 ml ice-cold 1% 

oT.M d 7nP? d ^T^J'^V V M TriS (PH 8 - 1) ' 10 - mu -9/«"l Trasylol, 1 mM PMSF and 
Example T Finally, detergent -phase separation was performed as described in 

Detailed Description Text (151) : 
Tricine-SDS-PAGE and amino acid analysis 

Detailed Description Text (153) : 

The Coomassie stained u-PAR was prepared for amino acid analysis by acid hydrolysis 
directly on the excised PVDF-membrane at 110. degree. C. in 100 .mu 1 of redistilled 

3bJ? V^of 119 °-° 5 1 % (W/V) Phen01 ^ 5 • mU ' 1 ° f 1% ^ DTDPA in 2M NaOH as 

£f? 9 6t y 19 l 9) - Amino acid analysis was performed on a Waters amino 

acid analyzer, equipped with o-phtaldialdehyde derivatization essentially as 

f (Barkholt and Jensen, 1989) . However, the chromatographic system was 
ZSfil /I 19 I t0 ^ ncrease resolution of basic amino acids . Elution was still 
performed by a pH-gradient resulting from mixing two non-halide buffers A and B (for 
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fo?C^°?' See Barkholt and Jensen ' 1989 >< but the gradient consisted of the 

I JZt ! nSar ? e 9™ ent8! initial eluant 100% A, 88% A and 12% B at 15 min 60% a 
and 40% B at 24 min, 55% A and 45% B at 26 min, 50% A and 50% a at 5s liT ™f I , 
70B at 40 min, 25% A and 75% B at 64 min, 100% ^6^°^ XoS VS^I to^o 

Detailed Description Text (155) : 

fl^™ E ; C J emical cr °ss -linking with disuccinimyl suberate (DSS) and an analytical 
detergent phase separation was performed with Triton X-114 as described in ExampK 

Detailed Description Text (158) : 
Amino acid analysis of purified u-PAR 

Detailed Description Text (159) : 

Amino acid analysis of the purified u-PAR (see Example 1) revealed the presence of 
a nH Un t d ^ lfie ? com P° und in the acid hydrolysate that reacted with o phEa?dia?dehvde 
and eluted just after ammonia during cation -exhange chromatography (FIG 12) a 
similar peak was observed when u-PAR was purified from non- stimulated U937 celts 
(2 times. 10. sup. 10 cells), but otherwise treated identically (data not shown) This 
unknown compound behaved as a covalent constituent of u-PAR^ as it persist^ witSjn 
the purified protein despite boiling it in 2% SDS followed by Tricine-SDS-ScE anT 
electroblotting onto a 0.45 .mu.m polyvinyl idene diflouride (Pv£fT membrane in tht 
presence of 10% (v/v) MeOH. Furthermore, the compound was a specific constituent of 
«m» Coom t SSie stained u-PAR, as it was absent, when appropriate pieceSof 
PVDF-membranes just above and below the protein stained a?ea were excised and 
prepared for amino acid analysis by the same procedure (fi§ ?2 insert) In 
addition, several stained proteins and peptides previously analyzed by this approach 
did not reveal the presence of this particular component (Ploug et al , 1989K 

Detailed Description Text (160) : 

For aminoacid analysis in this study, a special gradient was designed for the 
cation-exchange chromatography that allowed an increased resolution of common as 
well as various uncommon, basic amino acids without impairing reproducibilitv of 
unid^ en H 10n timS ! . (SeS ^terials and Methods section) . By this metnod Hi 

(5 5 mm e and°a?^n?ne n (6 oT elUted after 55 3 min ' beSeen ammonia 

mm) and arginine (60.8 min). As various physiological occurring arainine 

methv^T expected to P osses * approx. similar retention timel feveral 

rtfSih ? arginine derivatives were tested, including: N. sup . w,N. sup w 
-dimethylargimne (53.8 min), N. sup . w, N. sup . w -dimethylarginine (54 ? min) and 
N.sup.w -monomethylarginine (58.6 min). None of these retention times were in 
agreement with the one observed for the unidentified compound Lu PAR However 
when authentic ethanolamine was tested, it showed exactly SJe same rXenSon t^' - 

bov Li"rJSL^22SeSffi- FUrth — -pen hyLSysi^f ^human^d* 8 
uuviae eryunrocyte acetylcholinesterases, a compound with this rpfpnhinn f-^ 0 

pr^e?n Se r e ?'n W !!^ eaS ^ WaS abS6nt in the ^olysate from Lg Myelin basic 
™»? ; Acetylcholinesterases isolated from erythrocytes contain ethanolamine as a 

polseses a^rclTmetn^ \ 9 ^ Coli P id memb — anchor/while myelL basic Jrc^in 
posseses a partly methylated arginme residue. It is therefore concluded t-h^t- „ oa* 
does contain ethanolamine, covalently linked to the protein ly acid labile h^H I 
(e.g. ester or amide bonds). Quantitative analysis of the daS in FIG 12 showt^h * 
each u-PAR molecule contains 2-3 ethanolamine residues (see also T Se ^. Sh ° WS that 

Detailed Description Text (167) : 

When purified u-PAR was subjected to detergent -phase separation by Triton X-114 it 

hydrophobic jropertiL of tlilS^™!^^^,?^?^^^ ^ 
SfbinSino 1 ^ 0 ' U " PA Mnding Pr ° tein substantially, as more tnan tot of the 

finding may indicate that a partial resistance (approx. 50%) against Scterial * 
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i n du 9 k 5 6 f Ure ° f the U " PAR P°P ul ation in vivo. Other phospholipases 
a ? d PLA -sub. 2) did not induce any significant change in the hydrophobic 
properties of the purified u-PAR (FIG. 15C) . yuxupnooic 

Detailed Description Text (172) : 

?9 a fL f ^°Kn de ^? nStratin9 the P resence of approx. 2 mol ethanolamine/mol u-PAR (FIG 
IL? Ll^J ' r in ° acid anal Y sis revealed additional information about potential 
post-translational processing of this membrane receptor. When the calculated amino 
acid composition for the purified u-PAR was compared with that predicted forHSr 2 
nascent protein from cDNA sequence, several reproducible and significant 

tuZtrl nC ^ eS i arOS \ iTahle V- In P* rticula r< the actual determinations of Ala and 
Leu were too low, whereas those of Tyr and Phe were too high (Table 5) 

J^no 6 ^ 1 ^ 917 ' how f ver ' ifc was Possible to bring the calculated and the predicted 
rnnS V compositions into perfect agreement provided that the last 29 31 
COOH-terminal residues were removed during some postradiational event (Table 5) 
Thus, on the basis of the determined amino acid composition and the ' 
existH mn^ Si0n T ally Gained for this equipment, it is assumed that there 
exists a COOH-terminal processing site in u-PAR. According to this model processina 

- S as X ?ndicated i^Eo"'^ °" reSidU6S Ser - Sub " 282 < Gly.sub.283 or^'sub^T 

Detailed Description Text (190) : 

The effect of PMA on production of u-PAR protein was studied by cross-linking 
experiment, .sup. 125 I-labelled aminoterminal fragment (ATF) of the urokinase were 
chemically cross linked to the detergent phase of phase -separated Triton X-^ 14 
tf ltlll P"P a 5 ed . fr °™ U937 cells treated with PMA for different tim^eriods FIG 
llll* If* Slgnal of ." su P- 125 I "ATP cross-linked to the u-PAR in control U937 

cells After increasing time of PMA treatment both an increase in the strength of 
signal and a change to a lower electrophoretic mobility was seen. stren 9 th of 

Detailed Description Text (212) : 

Human fibrosarcoma cells (HT-1080, CCL 121) were obtained from the American Type 
Culture Collection, Rockville, Md. Confluent cell layers were grown in plastic^ 
S£5° ^ (2 ™- SU P; 2 ' Flow Laboratories) in Eagle's minimal essentia? medium 
(MEM) supplemented with 10% heat-inactivated (56. degree. C. for 60 minutes) fetal 
calf serum (Gibco) , 100 lU/ml penicillin and 50 .mu g/ml streptomycin Arter 
reaching confluence, the cells were rinsed three times with MEM containing 0. 2% 
bovine serum albumin (BSA) , then changed to either serum-free medium (0 5 ml or 
lti]Z ^ ainin 9 "* heat-inactivated and plasminogen-depleted (i.e. absorbed with 
Stales P ^ Pharmacia ' Uppsala, Sweden) fetal calf serum as indicated in tne 

Detailed Description Text (214) : 

Human plasminogen (with glutamic acid N-terminal) was prepared by affinity 
chromatography on l ysine -Sepharose (Deutsch, D. G., and E. T. Mertz "Plasminocen ■ 
Purification from human plasma by affinity chromatography" , Sconce' 170 : 5S£lSk 
1970) from freshly separated, unfrozen human plasma pretreated with 10 .mu M 

f 2rL\T? enZ ° ate ' 1 Phenylmethylsulf onylf luoride and 0.1 .mu.g/ml 

of an anti-catalytic murine monoclonal IgG antibody to human t-PA (ESP-2; see 

activator' recooni^d^' " Charact -ization of epitopes on human tissue plasminogen 
f qocT * recognised by a group of monoclonal antibodies", Thromb. Haem 53- 45 50 
1985); American Diagnostica, Greenwich, Conn.). ' 

Detailed Description Text (215) : 

inhibition studies made use of the following reagents added to cell cultures- an 
anti-catalytic murine monoclonal IgG antibody to human plasmln (anci-pjg P 20 
•mu.g/ml; see Sim, P-s. et al . , "Monoclonal antibodies inhibitory to human plasmin- 

urokinasI%^:° n ? tratl0n ° f a r ° le f ° r plaSmin in activating the proenzyme P f Smin - 
urokinase -type plasminogen activator", Eur. J. Biochem. 158: 537-542 1986)- 
aprotinm (Trasylol, Bayer, Leverkusen, FRG; 200 KlU/ml) , tranexamic ' acid 
'Si?' fabi Vitrum Stockholm; 10 .mu.M and 100 .mu .M) ,- human 

plasminogen activator inhibitor minactivin (see Colder, J. P. e t al "Minactivin- A 
human monocyte product which specifically inactivates urokinase-type plasmtnoaln 
activators", Eur. J. Biochem. 136: 517-522 1983) PAI-2 DU H f In f 9 * 

human U-937 histiocytic lymphoma cells (see ll^ q , K-C. ^tJT^XSSS of 
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fibrin-stimulated tissue plasminogen activator to inactivation by a class PAI-2 
™ hlb ^°r (minactivin)", Thromb. Res. 46: 755-766, 1987) titration equivalent of 3 6 
IU u-PA/ml; an anti -catalytic murine monoclonal IgG antibody to human u-PA (clone 2 
(10 mu.g/ml) in Nielsen, L. S. et al., "Enzyme -linked immunosorbent assay for human 
urokinase -type plasminogen activators and its proenzyme using a combination of 
monoclonal and polyclonal antibodies", J. Immunoassay 7: 209-228 1986)- the 
anti-catalytic monoclonal antibody to human t-PA (10 .mu.g/ml); a neutralising 
murine monoclonal IgG antibody to human PAI-1 (Nielsen, L. S. et al . , "Monoclonal 
antibodies to human 54,000 molecular weight plasminogen activator inhibitor from 
fibrosarcoma cells--inhibitor neutralization and one-step affinity purification" 

TSof: ^ l** 206 - 21 , 2 > 1986 > < 10 -mu.g/ml) and diisopropyl f luorophosphate ' 
(DFP) -inactivated u-PA (0-10 .mu.g/ml). K ^ 

Detailed Description Text (217) : 

Active two-chain u-PA (Ukidan, Serono) was dissolved in 0 . 1M Tris-HCl, pH 8 1 0 1% 
Tween 80 (Tns/Tween) . A freshly prepared solution of 500 mM DFP (Sigma) in" ' 
isopropanol was added to yield a final DFP concentration of 5 mM. After thorough 
mixing, the sample was incubated for 2 hours at 37. degree. C, after which period 
addition of DFP was repeated as above. After renewed incubation for 2 hours at 
3 7. degree. C the reaction was terminated by thorough dialysis at 0. degree C 

^ 1 ^L T H 1S/TWeen -,- N0 . reSidUal DFP inhibitor could be detected when the preparation 
was tested in an activity assay of soluble urokinase. p 

Detailed Description Text (221) : 

^L^^V re supernatants were assayed for pro-u-PA and active u-PA by the following 
5£f Microti ™°^P ture method (Stephens et al . , 1988; Stephens et al., 9 
1987) Microtitre wells of polystyrene immunoplates (type 269620, A/S Nunc 
Roskilde, Denmark) were coated overnight at 37. degree. C. with 50 mu 1 of 'a 

S??no n c of 9 ° at I9G . antibodies to human U "PA (cat. #398, American Diagnostics). The 
9 a? 14 lution contained 2.5 .mu.g of IgG per ml of 0 . 1M sodium carbonate (pi 
! ni ' q rinsing the wells were treated with conditioned medium (50 ml) for 2 

Z ? f 23. degree. C., then rinsed again. Half the wells were then treated with 50 
.mu.l of freshly prepared 2 .mu.M p-nitrophenyl guanidinobenzoate (NPGB, Sigma) 
(Dan.o slashed K. , and E . Reich, "Plasminogen activator from cells transformed by 

566 ?!f^i V ™r^ hi o' t0rS ° f thS activator reaction", Biochim. Biophys Acta 7 
566: 138-151, 1979) for 20 minutes at 37. degree. C. The other half (controls) 
received 50 mu.l of rinsing buffer (0.05% Tween 20 in PBS). After rinsing u-PA was 
assayed in all the wells by addition of 40 T^iiuTT of plasminogen solution (100 
y™^ 9 /" 1 J n£ as say buffer consisting of 50 mM sodium glycinate (pH 7.8), 0.1% Triton 
■ 9el f « and 10 t «* 6-aminocaproic acid which also contained a veryTof^ 

3? a T °5. plasmin (1 ° ^MD), and incubation took place for 30 minutes at 

sufficient to Jn^ifT?f rat t° n ° f PlaSmin in thS P la sminogen incubation was 
sufficient to enable full realization of the potential activity of pro-u-PA (cf 
IS*™?* al 1988) The plasmin produced by this incubation was assayed by its 
thioesterase activity (Green, G. D. G . , and E. Shaw, "Thiobenzyl 

^ y ^ XYCarb0nyl " L " lySinate ' substrate f °r a sensitive calorimetric assay for 
Z 1 ^ of enzymes", Anal. Biochem. 93: 223-226, 1979) by the addition of 200 

Triton X-^00 225° n mU °M tai r n ? 20 ° ^ P otassium Phosphate (pH 7.5), 200 mM KC1, 0.1% 
FftrfV J \ 2 Z-lysine thiobenzyl ester (Peninsula Laboratories, Belmont 

Calif.) and 220 .mu.M 5 , 5 • -dithiobis (2 -nitrobenzoic acid) (Sigma). This mixture was 
read at 4n^° r 3 ° "Y^ 6 * at ".degree. C., and the absorbables of Se we lis were 
SE« cllif ""oi 60 '°°0 ro/mgj^wae purchased from Calbiochem-Behring (La 
Amertcan JlfgnoSc^ °" U_PA (P ° tential activit ^ 90 < 00 ° ^) was obtained from 9 

Detailed Description Text (222) .- 

Pro-u-PA and active u-PA bound to the cell layer were recovered for immunocapture 
assays by the same method as was used in the metabolic labelling (see above? Eath 
culture well (2 cm. sup. 2) was eluted with 150 .mu.l of acid glycine at pH 3 ' 
(Stoppelli et al., 1986). For conditioned medium and cell-bo und u-PA the u-PA 
activity assayed after NPGB treatment was expressed as a percentage of the total 
activity obtained without NPGB treatment, and this percentage used as an index of 
pro-u-PA content (pro-u-PA index). The conditions used for the NPGB treatment were 

act!ve U u PA^whne 5 ?^ - (Ste K enS 6t 1988) t0 all ° W selective inactivation of 

active u-PA, while leaving the pro-u-PA unchanged and still able to be activated by 
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the added plasmin to the same extent as untreated pro-u-PA. 
Detailed Description Text (225) : 

Plasmin bound to the cell layer was recovered and assayed as follows. After harvest 

?urther U r!n medlUm ' ^ Cell V ere rinsed three times with PBS (plasmin assays £ 
further rinses were negative) ; then the bound plasmin was specifically eluted 
(Miles L. A and E. F Plow, "Binding and activation of plasminogen on the 

S V f "' Bi01 ' ° hem : 26 ° : 4303 - 4 3H- 1985) with a solution of 1 mM 
tranexamic acid in the same rinsing solution (150 .mu.l/well). Plasmin activity was 

ideate 11 ^T" ^ With ™ incubati - time of 3 lluls at 

37. degree. C Tranexamic acid at 1 mM had no effect on the thioesterase activity of 
plasmin in these assays. l ' lvlcy oz 

Detailed Description Text (228) : 

After addition of purified preparations of human plasminogen to cultures of human 
fibrosarcoma cells (HT-1080) growing in a medium with 10% plasminogen-depJeted retal 
calf serum, plasmin activity could be recovered as a bound fraction from the cell 
layer Upon varying the concentration of added plasminogen, the bound plasmin 
?£i V iS increased l » a dose -dependent manner (FIG. 22) . The binding was specific so 

? " rinSln9 ° f ." hS " lls With isot onic buffer, the plasmin could be released 
by 1 mM tranexamic acid. This agent disrupts interactions with plasminogen 0 * 
plasmin which involve the lysine affinity sites of the heavy-chain Angles Wles 

, h ^ Plasmin released from HT- 10 80 cell surfaces wa7convenienS? measured by 
its thioesterase activity, a method which was unaffected by the presence of 
tranexamic acid Some plasmin activity was also detected in the medium. At a 
conrSnf S^cm^un 0 /"-;? 7 ? 1 ^ P lasmino 9 en added to 0.5 ml of medium above a 
recovered rrom'Se'L?? L la yer, activity corresponding to 28 ng of plasmin could be 
h^^h?,™ o u Wlth tranexamic acid, while 10 ng was measurable in 

the medium after 3 hours of incubation at 3 7. degree. C. This concentration of 
plasminogen is well below the 200 .mu.g/ml present in normal human plasma 

Detailed Description Text (231) : 

Incubation of cells carrying plasmin with fresh serum-free medium showed that 
^ X1 ^ el V° % ? f thS activit y remained bound after 2 hours at 37 degree C 

th ^ same ?rac?ion B UoTa/rl^t^ in «% serum- contaSnTmedium, 

cne same traction (40%) of this activity could be recovered from the cells- the 
bound plasmin was not inactivated by the serum. However, only a£out ni (compared to 
24B) WhenTn^T mediUm) ^ be det ected in the serum-containing medium ml 
24B . When ImM tranexamic acid was added to the serum- containing medium no plasmin 
activity could be recovered from the cells (FIG. 24A) . ' ° P lasmin 

Detailed Description Text (241) : 

inXoir^ inte f ference of p AI-l- the neutralizing PAI-1 antibody was therefore 
aproSnin Ld th^f e T r r ent in . which the effect of the plasmin inhibitor 
aprotimn and the effect of an anti -catalytic monoclonal antibody to human plasmin 
?Lt^ C Z n Z e l S1 ° n0f P ro " u - pA to active u-PA were studied. As shown in ?aSle 7 both 

tne ac iva^on'of 'ceTlT* mmt ° f P— PA ' thus demonstStLg' that 

nne activation of cell-bound pro-u-PA was catalyzed by plasmin. To studv whether 
this was an effect of cell-bound plasmin, the effect of tranexamic acid in a 

Mnd?™^ 10 ? ° f . 10 ° ™ als ° tested < which concen tration complet ely inhibits 

binding of plasmin to the cells, but does not affect the ability of plasmin S 

™ll V T P r °- u - pA / n solution (R. Stephens, unpublished results?. This treatment 

activfcion e of e thf JSi ™ ° f aCtiVe U " PA ' indi -ting Sat £ 

activation of the cell surface pro-u-PA is catalyzed by the surface-bound plasmin. 

Detailed Description Text (242) : 

The following additions were made to cell layers growing in MEM medium (0 B ml) 
containing 10% heat -inactivated and plasminogen-dlpleted fetal calf serum native 

u-Pr ( ?0 laS r:S) (Pl9 ;- 40 -™- 9/ml)! an ti-catal y tic monoclonal C :ntibody m to n humIn 
pat \ >; ant ^ catalytic monoclonal antibody to human t-PA (10 mu a/ml) ■ 

to human jasmin "Ln ^ U * . u 7 PA / ml > ' anti-catalytic monoclonal Antibody' 

numan piasmm (20 .mu.g/ml); aprotimn 200 KlU/ml) ; tranexamic and (Ta a * 

2EZ ; ^ CUltU K SS WSre incubat ^ d for the times show n before ass a? of U -bound 
piasmin.' incubat ^n with plasminogen was used as the 100% control for bound 
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Detailed Description Text (244) : 

Confluent cell layers were incubated for 2 hours at 3 7. degree. C. with MEM medium 
(0.5 ml) containing 10% heat-inactivated and plasminogen-depleted fetal calf serum 
with the following additions: native human plasminogen (Pig, 40 .mu.g/ml); 
neutralizing monoclonal antibody to human PAI-1 (10 .mu.g/ml); aprotinin (200 
KlU/ml); anti -catalytic monoclonal antibody to human plasmin (20 .mu.g/ml)- and 
^f T ^f mic J acid J ( ^ A ' as shown) • Half th e wells were then treated with aprotinin (200 
KlU/ml) and used for assay of bound u-PA and its pro-u-PA index. The other half were 
used for elution and assay of bound plasmin. 

Detailed Description Text (252) : 

Binding assay. Before binding, U937 cells were incubated for 1 hour at 4 degree C 
^f PM ^ 1640 n ? ediUm su PP lement ed with 0.1% bovine serum albumin and 50 mM Hepes " (pH 
7.4). The cells were then acid-treated in 50 mM glycine -HC1, 100 mM NaCl (pH 3) for 
^nn^M^f , 4 u d ^f e ^°- an t < ? uickl y neutralized with half a volume of 0.5M Hepes, 
100 mM NaCl (pH 7.4) . One million cells were then resuspended in 0.2 ml of binding 
buffer (phosphate buffered saline supplemented with 0.1% bovine serum albumin) 
containing lodmated ligands (about 50,000 cpm corresponding to 0.1 nM for ATF and 
0 OS nM for pro-u-PA and u-PA) and incubated for the indicated time at 4. degree C 
After binding the cells were centrif ugated and washed with cold phosphate buffered 
salme--0.1% bovine serum albumin. Non-specific binding was determined in the 
presence of 100 nM unlabelled u-PA. 

Detailed Description Text (254) : 

Amidolytic assay. u-PA activity was assayed by incubating 100 .mu.l aliquots of 
„2n ? ml * tures or supernatants of binding assays in 0.05M Tris-HCl (pH 7 5) 40 mM 
NaCl, o.oi% Tween 80, with 1 mM of the plasmin-specif ic substrate S2390 (itebi 
Vitrum, Sweden) and 0.5 .mu.M plasminogen in a final volume of 0.3 ml. The time 
tpeterserefai* 1 ? ifatT deVel ° pment was measur ed following the absorbance at 4 05 nm 

Detailed Description Text (266) : 

SS!? 7 ''^ 116 /^ 11 ' 6 ° f PAI_1 in the bindin 3 mixture, two weaker bands with 
on ^ weights of about 69 and 90 kD are detected. This background was dependent 

of tH Pr ?? enC ^° ^ T 11S and C ° Uld not be eli minated by different pretreatment 
1L< Lt^ r'n n0t retained on Sepharose 4B columns coupled with 

anti-PAI-l igc. This is in contrast to the complexes found on cells after incubation 
with preformed PAI-l/u-PA complexes which, as expected, could be isolated rrom the 
acid washes of cells by immunoaf f inity chromatography (data not shown). This is in 
agreement with the very low levels of PAI-1 in U937 cells (Lund et al., 1988) The 
rurth^°f the two contaminating bands, therefore, remains unknown and will require 
tiro m T ? n° n - ThS y may re P resent complexes of receptor-bound u-PA with 
1980? ( St al " 1987) ° r with Protease nexin-1 (Baker et al., Cell 21: 37-47, 

Detailed Description Text (282) : 

Unlike the internalization of the nexin -protease complexes which are formed in 
solution and subsequently bind to the cells and are internalized via so far 
^characterized receptors (Baker et al . , 1980), the u-PA: PAI-1 complex is bound to 
the receptor itself (see Example 8) and subsequently undergoes internalization and 
degradation. This receptor, therefore, must alternate between two possible 
configurations: one in which it binds active u-PA and in which it dictates 
?; aS K^°! en actlvation on th e cell surface; and another in which it binds the 
inhibited enzyme and in which it favours internalization and degradation of the 
ligand This property could be exploited for internalizing toxins and thus 
specifically kill the cells that express the u-PA receptor, or by forcing the state 
anaJogueT ePt0r ^ ***** U ' e ' exp ° sed) to another, through PAI-l or PAI-1 

Detailed Description Text (286) : 

^^hiH° 9en ^ WaS ' P u ri f ied / r ° m fresh human P lasma as Previously described (Dan.o 
eW?of' f r f 1 ' c 97 ^' and WaS fUrthSr se P arat ^ into its two isoforms by 
l^m?n«S r- y g ine "o ephar ° 6e J W - th a linSar 9 radien t of 6-amino-hexanoic acid. 
Plasminogen isoform 2 was used in all experiments described here. u-PA (M sub r 
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55,000) was obtained either by plasmin activation of pro-uPA (Ellis et al 19871 
u-P S tZi' fth preparations were greater than 95% high molecular' weight 

7 SDS "P°ly acr y lam i de 9el electrophoresis. The concentration of active u-PA in 
these preparations was determined by active-site titration with 
p-nitrophenyl-p-guanidinobenzoate (Sigma Chem. Co.). DFP-inactivated u-PA was 
prepared as described in Example 1. The murine monoclonal antibody to u-PA was clone 

^Nielsen et al., 1986. Active PAI-1 was purified from the serum-free 
Jnhvrt™°^ v m edlUm ° f He P G ? cel1 * by affinity chromatography on immobilized 
anhydro-urokmase (Wun et al . , 1989). PAI-2 was purified from U937 cell lvsates bv 
chromatofocusing as described (Kruithof et al . , 1986). The concentrations of active 
imm^.Ti Vari ° US PA l P re P ar ^ion S were determined by titration against u-PA 

IZ *^ B l? bSf ° r ! USe in the kinet ^ experiments. PAI-l or PAI-2 at varying 

°° Ce £f rat ^ns between 1 nM and 100 nM were incubated with active-site titrated u-PA 
(2 0 nM) for 1 hour at 3 7. degree. C. in 0,05M Tris, 0,1M NaCl pH 7 4 containing o 2% 

M V n? e ^ rUm albumin - R^idual u-PA activity was theA measured by hydrSjsS of 0 2 
mM Glu-Gly-Arg-AMC (Bachem, Switzerland). nyaroiysis ot 0,2 

Detailed Description Text (347) : 

ollfgiton X-I0 f 0/PBS)- 1% bOVinS SSrUm albUmin+0 - 1% X-100 in PBS (0.1% BSA, 

Detailed Description Text (368) : 

6) Washing buffer: PBS+0 . l%_Tween 20, pH 7.4 (PBS/Tween 20). 

Detailed Description Text (390) : 

5) PBS+0. 1% Tween 20, pH 7.4 (PBS/Tween 20). 

Detailed Description Text (412) : 

Samples of purified human u-PA receptor (Example 1) were subjected to 
SDS-polyacrylamide gel electrophoresis under non-reducing conditions on a 6- lfi % 

fines'^thf eiee? ^ -° f flu ° rescen fc molecular weight^rkers run In neighbouring 
lanes, the electrophoretic region corresponding to the antigen was excised The all 
S™£ T S ^° P S iliZed subse ^ntly macerated in a Mikro?Dismembr^tor II 9 

apparatus (B Braun AG, Federal Republic of Germany) . The polyacrylamide powder was 
reconstituted in Tris-buf f ered saline, mixed with Freund's inLSete adjuvant and 
used for injection of a New Zealand white rabbit. The animal received 5 injections 

rolLwefbv^ in9 - aP ? r °» imately . 3 .- mU - 9 ° f the anti 9 en < over a 10 -eek period? ' 
1 week aftL the 8 . " mu " 9 . in ^^ion after an additional 7 weeks. Serum was drawn 

1 week after the last injection, and IgG was prepared by Protein A-Sepharose 
chromatography. In order to remove antibodies against trace impurities in rhe 
conff'n d antl9e ^ 1 the -tibody was absorbed by consecutive passages thrown columns 
x ^! h ? 9 imm ° hl } lzed human ^"PA and the protein mixture constituting the TritoT 
The Lt e itZ 9 P has ^. from PMA-stimulated U937 cells (see Example 1 ) , ^especSvff y 
^"^tS3S I S 1 Sp?rS«Si 1 ! 0t inMbit ^^^^ ~ P^ a -inogen 

Detailed Description Text (415) : 

Western Blotting- -Samples of affinity purified u-PAR or detergent phase from Triton 
X-114 extracts of PMA- stimulated U937 cells were subjected to SDS-PAGE unde? 
n! d ro^?i C ? ndlti e nS ° n 6 " 16% 9 radient gels. The gels'were electrobl^ted onto 
nitrocellulose sheets. The sheets were rinsed and blocked with 30% fetal calf serum 

senior control ■** ^ ^ SheetS Were inCU bated wit * mousf anti u PAR™ 

f^T ^control serum . mouse antiserum against porcine mucins), diluted in 

fetal calf serum in Tris-buf f ered saline. The sheets were rinsed incubated with 
CoPenS » „ (a ^ ali r Phosphatase-conjugated rabbit anti mouse Ig ^Dakopatts 

SSL a L e ;ii;amiso deVel ° Ped Wlth nitr ° tatrazolium/5-bromo-4-chloro-i-ind^yl tS ' 

Detailed Description Text (423) : 

Rabbit polyclonal antibodies were prepared by immunizing a rabbit with 

been auhWrS ? mat enal containing affinity-purified u-PAR that had subsequently 

^ e ". S 2 ] ec t? d to preparative SDS-PAGE. The IgG fraction was isolated from the 

u PA ant ^" um and a ^°rbed by passage through columns with immobilized human 

celta t immoblll * ed membrane -protein mixture derived from PHA- stimulated U93 7 

cells, respectively. The antibody recognized u-PAR in the Triton X-114 detergent 
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'phase from PMA- stimulated U937 cells (FIG . 46A) . Thus, a protein in the 50-65 kD 
range was recognized (lanes 1 and 2) which could be identified as being u-PAR by the 
ability to form a 100-110 kD conjugate with DFP-treated u-PA after the performance 

nh^?nT ,^n^^ inkin ? {8ee Exam P le 1 for methods) (lane 3). No staining was 
obtained with DFP-treated u-PA alone (lanes 5 and 6), and the cross-linking 
procedure did not alter the electrophoretic appearance of u-PAR when no DFP-treated 
u-PA was added (lane 2) . In none of the samples was any band stained with the 
pre-immune IgG from the same rabbit, prepared in the same manner (FIG. 46B) . 

Detailed Description Text (428) : 

u-PA was dialyzed overnight against 0 . 1M Na.sub.2 HCO.sub.3 with 0.1% Triton X-100 
N-biotin-hydroxysuccimmide was dissolved in N, N-dimethylf ormamide (5 mM) . T o the ' 
u-PA preparation was added 0,1 .mu.l of this solution per .mu. of u-PA and the 
reaction was allowed to run for 1 hour at room temperature. Excess labelling 

^rNagl^ndT^rriLnl-Ioo 8 ° ' " P« ^o" with 

Detailed Description Text (429) : 

Cultured cells (PMA-treated U937) or cryostat sections of freshly frozen human 

^ 1 ° D 1 Were treated for 3 minutes at room temperature with 0.05M glycine pH 3 0 
with o.lM NaCl, neutralized with 0.5M 3 0 HEPES , pH 7.5 with 0.1M N aCl and ' incubated 

0 itlsHpES Bsl) ComLt>° f bi ° tin ? lated ^P-treated u-PA dissolved in PBS with 

ll t- ' Com P etltlon experiments were performed by simultaneous 
(2 mu J?" biotmylated DFP-treated u-PA (200 nM) and purified unlabelled u-PA 

Detailed Description Text (437) : 

Both assays were carried out in microtiter plates, using chromogenic substrates (see 
S S?t« S leaV ^ 9e was followed by measuring the absorbance at 405 nm in 

an ELISA reader. Proteolysis buffer (0.1M Tris/HCl, pH 8.1, 0.1% Triton X-100) wai 
u S ti» aS < the / eac tion buffer and for the dilution of all samples. AHInfty purified 
u-PAR (see Example 1) was added as indicated or substituted by a protein devoid 
52 V t TZ* bUff6r com P° siton - Materials and methods not specified Sow were 
those described by Petersen et al . (1988) . All samples were analysed in triplicate 

Detailed Description Text (439) : 

iTtVt ^ ^o-chain u-PA (Ukidan, Serono) was preincubated with u-PAR or buffer 
11 f r 10DS indicated for 15 min at room temperature. Plasminogen (10 
•mu.g/ml final concentration) and H-D-Valyl-L-leucyl-L-lysine-p-nitroanilidV 
dihydrochloride (Kabi product S-2251) , termed subsLate^Pbf low Snai 
concentration 400 .mu.M) were added in a final reaction volume of 250 mu 1 and 
cleavage of the substrate was followed during incubation at 37. degree C Standard 
t~tlt aT^/mi^ * — ratioL of uMT", 

Detailed Description Text (441) : 

Kasmin r (irna/^%?n e f nCUbate ? With V PAR ° r bU " er for 10 min at room temperature, 
at 37 LllL 9 n J ina l conc entration) was added 30 and the samples were incubated 

2 5 i0 9 20' ?o J^^n e ^^ taken v, after . the followin 9 P^iods of incubation: 1, 
lkai\l^l t °, ™ in \ After the Periods indicated, plasmin activity within 

each sample was stopped by the addition of Trasylol (10 .mu q/ml final 

ST e ^ r 2 t t?- ) -i EaCh ali<3UOt WaS aSSaySd f ° r U " PA amidolyticactivity by addition of 
400 .mu.M final concentration) of L-Pyroglutamyl-glycyl-L-arginine-p-nitronanilid^ 

^umfof^OO mfi P ?^ Ct i 3 ; 2444 '' ^ rmed SUb ^ trat ^ " ^^f^a P f? na rreaccion 
ZllauLZLl th I' f ° llowed ^ mcubation at 37. degree. C. and absorbance 
measurement. The absorbance values were compared to a standard curve obtained with 
known concentrations of 54 kDa two-chain u-PA (Ukidan, Serono) in the same assav of 
amidolytic activity, performed simultaneously and using the same bSLr composition. 

Detailed Description Text (451) : 

Samples of purified u-PAR were treated with PI-PLC (500-fold final dilution of th* 

arapproT 5oHe T for 30 min « 37.degree. C. t£T treatment ?ed to 

an approx. 50% delipidation of u-PAR as judqed bv the shift of hh^ attt r*™^ i t- 
activity towards the buffer phase in the'^fton^if? pXsl^araliof system" YseT* 9 
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Example 1) 



Detailed Description Text (457) : 

mSM!' R ° bin f° n E A Ullrich S J, Stoppelli M P, corti A, Cassani C, Blasi P 
HZli ™e r eceptor-binding sequence of urokinase. A biological function for the 
growth-factor module of proteases . J Biol Chem 262: 4437-4440 

Detailed Description Text (462) : 

Barkholt V, Jensen A L (1989) Amino acid analysis: Determination of cysteine plus 
half -cysteine in proteins after hydrochloric acid hydrolysis with a disulfide 
compound as additive. Anal Biochem 177: 318-322 

Detailed Description Text (469) : 

Bordier C (1981) Phase Separation of integral membrane proteins in Triton X-114 
solution. J Biol Chem 256: 1604-1607 iricon * 114 

Detailed Description Text (485) : 

Eaton D L, Scott R w Baker J B (1984) Purification of human fibroblast urokinase 
SS n 25^ SJl^ir" ° f regUlatl ° n by Pleases and protease nexin J Biol 

Detailed Description Text (502) : 

acid sequences" LI'Th T^i™ ° f pr ° tein «*igenic determinants from amino 
acia sequences. Proc. Natl. Acad. Sci . USA 78: 3824-3828 

Detailed Description Text (528) : 

Miles L A, Plow E F (1986) Topography of the high-affinity lysine binddinq site of 
plasminogen as defined with a specific antibody probe. Biochemistry 25: 3 26-6933 

Detailed Description Text (530) : 

Morrissey J H, Falhrai H, Edgington T S (1987) Molecular cloning of the cDNA for 
SSf^'s^lS-S" *» ° f coagulatioHrote^se 

Detailed Description Text (533) : 

Nelles L, Lijnen H R, Collen D, Holmes W E (1987) Characterization of recombinant 
human single chain urokinase -type plasminogen activator mutants produced bf 
site-specific mutagenesis of lysine 158. J Biol Chem 262: 5682-5689 

Detailed Description Text (544) : 

Ploug M Jensen A L, Barkholt V (1989) Determination of amino acid compositions and 
NH2-terminal sequences of peptides electroblotted onto P VDF membra nes from 
tricine- sodium dodecyl sulf ate-polyacrylamide gel electrophoresis? Application to 
peptide mapping of human complement component C3 . Anal Biochem 181: ff-39 

Detailed Description Pa ragraph Table (l) • 

TABLE 1 ' ' A . 

niir j f i a j „ — -3— : j . Amino acid composition of affinitv 

membrane/annikyl^tTon 6 ' ^ *"°*» ~*»-™*. electroblotting onto a PVDF 
Thr.sup.a 21.4 Ser.sup.b 26.3 Glu/Gl n. sup . c 43 2 Pro 11 4 GIv 2 8 2 atfV? 'I , 
Cys Cm)) 28.4 val 11. 9 Met.sup.d 7.7 Il e P 6.7 Leu 26 5 Tyr 8 I Phe 5 7 His 12^8 Lvs* 

11.1 Arg 20.0 Glucosamine, sup. e 30.8 ys 

Corrected for a 5% loss during hydrol ysis, .sup.b Corrected for a 10% loss during 
llTt irZino*?-* 8 i i9 5 t overestimati - possible, due to formation of pyrog^tamic 
acid in amino_acid standard mixture, .sup.d Corrected for a 30% loss normally 

dSnrhySoiyL: leCtrOPh ° reSiS bl ° tting (35) " Corrected forTlll loss 

Detailed Description Paragraph Table (2) : 
TABLE 2 



N-terminaT^ino^cid sequence of u-PAR. Parenthe ses indicate an identification 
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' identification of cysteine residues. Res. no. 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 

acid Leu ? ? Met Gin ?.sup.a Lys Thr Asn Gly Asp ? Arg Val (Glu) Glu (SEQ id"™ 1) 
residue 7 

mm^^ 06 obtained after Tricine-SDS-PAGE, electroblotting and alkylation. The 
PVDF membrane contained 35 pmol u-PAR, as estimated from a parallel amino acid 
analysis experiment (Table 1). The initial yield was 19.5 pmol PTH-L eu at step l 
The repetitive yield, based on Leu 1, Leu 19 and Leu 23, was 96%. Cys indicates the 
identification of the PTH derivative of carboxymethyl cysteine in the alkylated 
protein. Res. no. 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 

acid Leu ? Cys Met Gin Cys Lys Thr Asn Gly Asp Cys (Arg) Val Glu residue 

16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 ' ' RSS " n °' 

T§5§ lJ U N0 Hi 2 S ! reside ^ ^ ? - SUP " b ^ ^ ^ <Thr) Ile Val ^ d 

Asn .sup.b Asp . sup . c Arg/Cys .sup.d Arg/Thr ~ ' — .sup. a 

Detailed Description Par agraph Table (3) : 
TABLE 3 " 

, T . — r — . . The amino acid sequence of the 

N- terminal peptide and the derived synthetic oligonucleotide. 

rnnd-iMonc 77^ ? ZTT= E ##STR2## ##STR3## ##STR4## The hybridization 

conditions used for this probe were 5x SSC and 50. degree. C. 



Detailed Description Paragr aph Table (5) : 

TABLE 5 * . 

„ D7VT3 -= r—r — : . Ammo acid composition of purified 

ron£V ^ Wlth that dedUC6d fr ° m its CDNA before and af ter the proposed 
COOH- terminal processing. sup. a Entire u-PAR sequence (Leu. sub. 1 -Thr sub 313) A) 
Predicted Determined after Amino acid from cDNA acid hydrolysis SD 

^ :— — . Asp + Asn 2 9 32.7 0.5 Thr. sup.b 25 21 9 0 5 

?f r "?? P ;V 5 25 - 8 °- 5 G1U + Gin. sup. c 37 41.8 1.3 Pro 12 11.1 0.3 Gly 29 29 4 1 i 
Ala 11 8.3 0.1 Cys. sup.d 28 28.8 1.0 Val 12 12.1 0.2 Met 7 6 0 0 6 lie 8 6 7 0 1 T „ 

oVt^ 4-nd^ Eth" 8 ?- 2 . PhS 5 °' 1 13 12 - 8 ^ S 10 So^^^aS-io^r 

0.2 Trp 4 nd nd Ethanolamine --2. 60. 4 

Assumed u-PAR sequence after processing (Leu.sub.l - Ala . sub . 284) B) Predicted 
Determined after Amino acid from cDNA acid hydrolysis SD predicted 

Ser sun h 74 oi a n a m ^ ASP + ASn 29 29 ' 8 °' 4 Thr -sup.b 20 20.0 0.5 

Ser. sup.b 24 23.6 0.4 Glu + Gin. sup. c 36 38.1 1.2 Pro 9 10 2 0 3 Glv 26 ?fi ft i n m =» 

24 7 , 6 n°«V yS ; S " P - d 28 26 - 3 °- 9 Val 12 "-O °- 2 Met 6 5-5 0 5 ile 7 Y 6 ? 0 1 Leu 2 f 

Tro 2 nd nrf^ \ ° ' ■ 5 5 " 2 ^ HiS 12 0 ' 1 L ^ s 10 9 " 9 0.2 Arg 19 18 6 0 2 

Trp 2 nd nd Ethanolamine --2. 404 -lo.ou.<s 

the^ 5 ; SU ?;^ ^ rified uPAR was prepared f or amino_acid analysis as d escrigeH 
the legend to FIG 12 A-B. The presented values represent the average of independent 
f^rT 0nS ' The data WSre normali ^d relative to all amin acids except 

?? an ' asSumi ^ a total number °f 309 residues for the nascent uPAR and 282 for 
the fully processed protein (omitting 4 and 2 tryptophan residues, respecKvelv) 
M^cid numbering was based upon the cDNA sequence for uPAR without the lignaT 
sequence (Example 3) sup.b. The values for these hydroxyamino acids were corrected 
for decomposition during hydrolysis Ser (5%) and Thr (10%). .sup c A sliqht 
Z^/T^T iS ex P ected due to th e formation of pyroglutamic acid in the amino 
acid standard mixture, .sup.d. In one sample cysteine was derivatized Eefore^ 2 ^ 
hydrolysis by in situ alkylation using iodoacetamide and subsequently quantified as 
SESSE ethylCy f eine after , acid hydrolysis. In general, the yield of ^Ss 
alkylation procedure is 95% (Ploug, 1989) . Otherwise, cysteine was derivatized 
during hydrolysis in the presence of 3 , 3dithiodipropionic aci (OTDPA) and Quantified 

no? e 7^ ed . di r lfide com P° und K^*) f^med between cysteine and DTD PA ^ p f 
= not determined, .sup.f . SD = standard deviation (absolute number of residues) 

Detailed Description Paragraph Table (12) : 

STff 0 ™ 1 ! °™*™ L INFORMATION: (iii) NU MBER OF SEQUENCES: 21 (2) INFOR MATION^FOR < "^' 
SEQ ID NO : 1 : (i) SEQUENCE CHARACTERISTICS : (A) LENGTH: 16 amino acids (bTSpE. 
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•amino^£id (C) STRANDEDNESS : single (D) TOPOLOGY: linear (ii) MOLECULE TYPE : peptide 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO : 1 : peptide 

LeuXaaXaaMetGlnXaaLysThrAsnGlyAspXaaArgValGluGlu 151015 (2) INFORMATION FOR SEO ID 
NO: 2: i) SEQUENCE CHARACTERISTICS: (A) LENGTH: 30 amino acids (B) TYPE: amino acid 
(C) STRANDEDNESS: single (D) TOPOLOGY: linear (ii) MOLECULE TY PE- peptide (xi? 
SEQUENCE DESCRIPTION: SEQ ID NO: 2: LeuXaaCysMetGlnCysLysThrAsnGlyAspCysArgValGluGlu 
^ ^ , ^ aLeUGlYGlnXaaLeUXaaArgThrThrIleValXaa 20253 ° (2) INFORMATION FOR SEQ ID 
,nl LJ.V SEQUENCE CHARACTERISTICS: (A) LENGTH: 92 amino acids (B) TYPE: amino acid 
(C) STRANDEDNESS : single (D) TOPOLOGY: linear (ii) MOLECULE TY PE- peptid e (xi? 
SEQUENCE DESCRIPTION: SEQ ID NO : 3 : LeuArgCysMetGlnCysLysThrAsnGlyAsp^ysArgValGluGlu 
151015 CysAlaLeuGlyGlnAspLeuCysArgThrThrlleValArgLeuTrp 202530 
GluGluGlyGluGluLeuGluLeuValGluLysSerCysThrHisSer 354 045 
GluLys Thr AsnArgThrLeuSerTyrArgThrGlyLeuLys IleThr 505560 
SerLeuThrGluValValCysGlyLeuAspLeuCysAsnGlnGlyAsn 65707580 

SerGlyArgAlaValThrTyrSerArgSerArgTyr 8590 (2) INFORMATION FOR SEQ ID NO • 4 • (i) 
SEQUENCE CHARACTERISTICS: (A) LENGTH: 99 amino acids (B) TYPE: amino acid'(C) 
STRANDEDNESS: single (D) TOPOLOGY: linear (ii) MOLECULE TYPE: p eptide (xi ) SEQUENCE 
DESCRIPTION: SEQ ID NO:4: LeuGluCysIleSerCysGlySerSerAspMetSer^ysGiuArgGJy Soif 
ArgHisGlnSerLeuGlnCysArgSerProGluGluGlnCysLeuAsp 202530 
ValValThrHisTrpIleGlnGluGlyGluGluGlyArgProLysAsp 354045 
AspArgHi s LeuArgGlyCysGlyTyrLeuProGlyCys ProGlyS er 505560 
AsnGlyPheHi s AsnAsnAspThr PheHi s PheLeuLysCy s Cys Asn 65707580 

^ThrLysCysAsnGluGlyProIleLeuGluLeuGluAsnLeuPro 859095 GlnAsnGly (2) INFORMATION 
FOR SEQ ID NO:5: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH: 90 amino acids (B) TYPE • 
f"°^ ld (C) STRANDEDNESS: single (D) TOPOLOGY: linear (ii) MOLECULE TY PE- peptide 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 5: peptide 

ArgGlnCysTyrSerCysLysGlyAsnSerThrHisGlyCysSerSer 151015 
GluGluThrPheLeuIleAspCysArgGlyProMetAsnGlnCysLeu 202530 
ValAlaThrGlyThrHisGluProLysAsnGlnSerTyrMetValArg 3 54045 
GlyCysAlaThrAlaSerMetCysGlnHisAlaHisLeuGlyAspAla 5 05560 
PheSerMetAsnHisIleAspValSerCysCysThrLysSerGlyCys 65707580 

JhaSSr^^ (2) INFORMATION FOR SEQ ID NO : 6 : (i) SEQUENCE 

CHARACTERISTICS (A) LENGTH: 36 base pairs (B) TYPE: nucleic acid (C) STRANDEDNESS- 
xn^V Ll^° GY: linSar M0LECULE TYPE: cDNA (xi) SEQUENCE DESCRIPTION: SEQ 

ID NO: 6: GCCAGACTGTGGGGAGGCACTCTCCTCTGGACCTAA36 (2) INFORMATION FOR SEQ ID NO 7 • fi ) 
SEQUENCE CHARACTERISTICS: (A) LENGTH: 11 amino acids (B) TYPE: amino laid < cV 
STRANDEDNESS: single (D) TOPOLOGY: linea r (ii) MOLEC ULE TYPE : p eptide Si ) SEQUENCE 

?pn C ™ P ^°« : ??? IDN0:?: ^gLeuTrpGlyGlyThrLeuLeuTrpThr 1510 S) INFORMATION FOR 
SEQ ID NO: 8: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH: 11 base pairs (B) TYPE 
nucleic acid (C) STRANDEDNESS: single (D) TOPOLOGY: linear (ii) MOLECULE TYPE- DNA 
cfn 11 ™ 1 ™ i Xl) , ,f EQUENCE DESCRIPTION: SEQ ID NO : 8 : CCANNNNNTGG11 (2) INFORMATION FOR 
SEQ ID NO:9: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH: 5 base pairs (B) TYPE 
^^of™ (C> STRANDEDNESS : single (D) TOPOLOGY: linear (ii) MOLECULE TYPE- cDNA 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 9: AGAGT5 (2) INFORMATION FOR SEQ ID NO 10 (i) 
SEQUENCE CHARACTERISTICS: (A) LENGTH: 5 base pairs (B) TYPE: nucleic acid (C) 
STRANDEDNESS: single (D) TOPOLOGY: linear (ii) MOLECULE TYPE: cDNA ItS.) SEOUENCE 

CHtSSSTiS 0 S, N LENCTH AC ff ™ ™*™™» *» SEQ 10 ^ « SSES 
CHARACTERISTICS: (A) LENGTH: 5 base pairs (B) TYPE: nucleic acid (C) STRANDEDNESS- 

single (D) TOPOLOGY: linear (ii) MOLECULE TYPE: cDNA (xi) SEQUENCE DESCRIPTION SEO 

L™ 1 ^ J° ACT5 - (2) ™f 0RMATI ° N F ° R SEQ ID N ° :12: (i) SEQDbScE CHARACTERISTICS : ^A) 
LENGTH: 5 base pairs (B) TYPE: nucleic acid (C) STRANDEDNESS: single (D) TOPOLOGY- 
™™ Ul) CULE TYPE: cDNA (xi) SEQUENCE DESCRIPTION: SEQ ID NO : 12 • ACTGT5 (2) 

INFORMATION FOR SEQ ID NO:13: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH 14 base 
Inlfn (B) TYPE: nucleic acid (C) STRANDEDNESS: single (D) TOPOLOGY: linear (ii) 
MOLECULE TYPE: cDNA (xi) SEQUENCE DESCRIPTION: SEQ ID NO:13- CTAGTCTAGACTAG14 (? 1 
INFORMATION FOR SEQ ID NO: 14: (i) SEQUENCE CHARACTERISTICS: (J^SSSP 24 ^Jasi 
£ ai " T (B) TYPE: nucleic acid (C) STRANDEDNESS: single (D) TOPOLOGY: linear (ii) 
MOLECULE TYPE: cDNA (xi) SEQUENCE DESCRIPTION: SEQ ID NO- 14- 
AGACTCTAGTCTAGACTAGACTGT2 4 (2) INFORMATION FOR SEQ ID NO : 15 • (i) SEOUENCE 
SSe^SS^ r GTH: , 17 , baSS P«ir- (B) TYPE : nucleic acid ^C)^ STRANDEDNESS : 
S ! r™ GY: llnSar Ul) M0LECULE TYPE : cDNA (xi) SEQUENCE DESCRIPTION: SEQ 
ID NO: 15: GACCTGGATATCCAGTA1 7 (2) INFORMATION FOR SEQ ID NO -16- (i) SEOUENCE 

s^^r^oLo^ r TH: , 2 vr acids (B) ™^ ^^k^U^ss^BSB.. 

Ho ID £>\l?^Y^ l ri ?? i L U t ) CULE TYPE: peptide (xi) SEQUENCE DESCRIPTION: 

SEQ ID NO: 16: GluProGlyAlaAlaThrLeuLysSerValAlaLeuProPheAlalle 151015 
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• AlaAlaAlaAlaLeuValAlaAlaPhe 2025 (2) INFORMATION FOR SEQ ID NO: 17: (i) SEOUENCE 
CHARACTERISTICS: (A) LENGTH: 26 amino acids (B) TYPE: amino acid (C> ilSSELs- 
S E0 9 Tn iS'i n L °? Y = llnear MOLECULE TYPE: peptide (xi) SEQUENCE DESCRIPTION : 

SEQ ID NO: 17: CysLysAspSerSerlleValLeuThrLysLysPheAlaLeuThrVal 151015 

SiSS^ES^ <2) ™ F0 ^ TI0N F0R SE Q ID NO: 18: (i) SEQUENCE 

CHARACTERISTICS: (A) LENGTH: 32 ammo acids (B) TYPE: amino a cid (C) STRANDEDNESS- 

S!?™ ln\T P ^°tV lin ? ar Ui) M0LECULE ™> E = peptid e (xi) SEQU ENCE DBsSSSS," 
SEQ ID NO: 18: ThrThrAspAlaAlaHisProGlyArgSerValValProAlaLeuLeu 151015 
ProLeuLeuAlaGlyThrLeuLeuLeuLeuGluThrAlaThrAlaPro 202530 (2) INFORMATION FOR SEQ ID 
NO: 19: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH: 29 amino aci ds (B) TYPE- amino acid 
(C) STRANDEDNESS: single (D) TOPOLOGY: linear (ii) M OLECULE TYP E- peptide TxTT 
SEQUENCE DESCRIPTION: SEQ ID NO:19: ValSerAlaSerGlyThrSerProGlyLeuIeKiaGly^aThrVal 
In , I 5 ^ leMet I leG1 y^^euValGlyValAlaLeuIle 2025 (2) INFORMATION FOR SEQ ID 
?2i ; 2™» (1> SEQUENCE CHARACTERISTICS: (A) LENGTH: 34 amino acids (B) TYPE- amino acid 
(C) STRANDEDNESS: single (D) TOPOLOGY: linear (ii) M OLECULE TYP E- peptide htiT 

SSxfLSLeuLf^T 1 f^r "V" 0 ^' V » lL ^<"*»y"eS^^ 
151015 LeuLeuLeuLeuLeuSerLeuSerPheLeuGlnAlaThrAspLysIle 202530 SerLeu (2) 
INFORMATION FOR SEQ ID NO:21: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH- 34 amino 
acids (B) TYPE: amino acid (C) STRANDEDNESS: single (D) TOPOLOGY linear (iTT^ 
MOLECULE TYPE: peptide (xi) SEQUENCE DESCRIPTION: SEQ ID NO 21 
TyrArgSerGlyAlaAlaProGlnProGlyProAlaHisLeuSerLeu 151015 
ThrlleThrLeuLeuMetThrAlaArgLeuTrpGlyGlyThrLeuLeu 202530 

Other Reference Publication (23) : 

Nelles, L . , et al., "Characterization of Recombinant Human Single Chain 

Urokinase -type Plasminogen Activator Mutants Produced by Site-specific Mutagenesis 

of Lysine 158," J. Biol. Chem. , 262 (12) =5682-89, (1987) mutagenesis 

CLAIMS : 

comprising 6881011 " ° f replicatin 9 in a host "11, said vector 

havi a a C urok?nnrT e WhiCh SnCOdeS a P ol yP e P tide - soluble in aqueous solution, and 
having urokinase plasminogen activator (UPA) binding activity, said polypeptide 

tTlEQ S i^0.r;ii) d ^ 9 -H°\ ain ****** J" amin ° sequenci' which Ti ^identical 

to SEQ ID NO: 3, (n) is identical to the amino acid sequence of a UPA-bindinq 16 kDa 

a J™ SY eh ^ tr » ti « fragment of the" mature uPA receptor protein having tne 

S m se ? u f nc ^ shown in sequence (A), or (iii) differs in amino acid sequence 
from (i) or (n) above only by a single conservative amino acid substitut ion? 

(b) a stop codon immediately following said coding sequence; and 
iequence- m ° ter fUnCtl ° nal in Said host cel1 and °Perably linked to said coding 



upf rece D torhavin^t\ Sa ' d - VeCt0r , d0eS C ° mpriSe * ny Se « uence coding a mature 

precJrso? ammo acid sequence shown in Sequence A or its natural 

whJ!! e - VeC ^ 0r . 0f f laim 1 wherein the Polypeptide comprises a UPA-binding domain 
Sn2 1S , ldentlcal to . SE Q 1° NO = 3, or which differs therefrom solely by V e 
conservative amino acid substitution of amino acids . single 

v ? c ' or of .<r laim 1 wherein the amino acid sequence of the polypeptide is 
identical to residues 1-281 of the mature human UPA-receptor having the sequence of 

or q more e c5; s ^ "--from ^ ** a -rboxy terminal truncation and/or by one 

or more conservative substitutions of amino acids . 

ex P ression vector ° f claim 4 in which the amino acid sequence of the 
polypeptide is identical to residues 1-281 of the mature hu man UPA-receptor havinq 

iX-SESSL?' S6qUenCe A ' ° r differS therefr ° m S ° lely ^ ° ne or -rHonservIJive 
6. The expression vector of claim 4 in which the amino acid sequence of the 
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'polypeptide is identical to residues 1-281 of the mature human UPA-receptor havina 
the^sequence of Sequence A, or to a fragment thereof which retains at least residues 

7. The expression vector of claim 4 in which the amino acid sequence of the 
polypeptide is identical to residues 1-281 of the mature human UPA-receptor havinq 
the sequence of Sequence A. 3 

8. The expression vector of claim 4 in which the amino a cid sequence of the 
polypeptide is identical to SEQ ID NO: 3. ~~ — 

9. The vector of claim 1 where said polypeptide comprises an amino a cid sequence 
corresponding to the amino acid sequence of a 16 kDa chymotryptic fragment of the 
UPA receptor which has UPA binding activity, or to a sequence differing from that of 
said fragment by a single conservative substitution. 

13. The method of claim 12 wherein the polypeptide comprises a UPA-binding domain 
which is identical to SEQ ID NO: 3, or which differs therefrom solely by a single 
conservative amino acid substitution of amino acids . 

15. The method of claim 12, wherein the amino acid sequence of the polypeptide is 

It^tnl V° re "J" es \l 8X ° f the mature human UPA-receptor having the sequence of 
Sequence A, or differs therefrom only by (A) a carboxy terminal truncation (B) one 
or more conservative substitutions of amino acids, or (C) both (A) and (B) above. 

16. The method of claim 15, in which the amino acid sequence of the polypeptide is 

sf££;SV° r T^ eS 1 "^ 81 f thS matUre hUman UPA -r^eptor having the sequence of 
Sequence A, or differs therefrom only by one or more conservative substitutions. 

17. The method of claim 15, in which the amino acid sequence of the polypeptide is 
identical to residues 1-281 of the mature human UPA-receptor having the sequence of 
Sequence A, or to a fragment thereof which retains at least residues 1-92. 

18. The method of claim 15, in which the amino acid sequence of the polypeptide is 
Sequence A reSldueS 1-281 of the mature human UPA-receptor having the sequence of 

19. The method of claim 15, in which the amino acid sequence of the polypeptide is 
identical to SEQ ID NO: 3. ~ puxypepciae is 

J!;J!n^' h °?^ Clai,n . 12 Wh6re Said P 01 ^^ comprises an amino acid sequence 
corresponding to the ammo acid sequence of a 16 kDa chymotryptic fragment of the 
UPA receptor which has UPA binding activity, or to a sequence differing from that of 
said fragment by a single conservative substitution. 
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L7: Entry 8 of 12 



File: USPT 



Mar 30 f 1999 



DOCUMENT- IDENTIFIER: US 5888964 A 

TITLE: Method for increasing placental blood flow 



Brief Summary Text (4) : 

AT-III is one kind of glycoproteins belonging to . alpha . . sub . 2 -globurin present in 
blood plasma and has a molecular weight of 65,000-68,000. It has an inhibitory 
activity on blood coagulating protease and strongly inhibits coagulative activity of 
thrombin. ~ 1 

Detailed Description Text (10) : 

Examples of the additives and stabilizers include saccharides such as 
monosaccharides (e.g., glucose and fructose) , disaccharides (e.g., sucrose, lactose 
and maltose) and sugar alcohols (e.g., mannitol and sorbitol); organic acids such as 
citric acid, malic acid and tartaric acid and salts thereof (e.g., sodium salt 
potassium salt and calcium salt) ; amino acids such as glycine, aspartic acid and 
glutamic acid and salts thereof (e.g., sodium salt); surfactants such as 
polyethylene glycol, polyoxyethylene-polyoxypropylene copolymer and 
polyoxyethylenesorbitan fatty acid ester; heparin; and albumin. 

Detailed Description Text (20) : 

Immediately after the completion of the administration of AT-III or physiological 
saline, physiological saline containing .sup. 57 Co-labeled radioactive microspheres 
(about 100,000, diameter 15. 5.+-. 0.1 .mu.m) was injected from the ventriculus 
sinister. This microsphere solution was a solution of the above-mentioned 
microspheres homogeneously dispersed in physiological saline (0.5 ml) containing 
0.01% Tween 80 by ultrasonic treatment. The arterial blood to be the control was 
taken from the right femoral artery at 0.458 ml/min over one minute starting from 5 
seconds before the injection of the microsphere solution. Immediately after taking 
the control blood sample, the rats were subjected to thoracotomy and perfusation 
with physiological saline (250 ml). The residual blood in the blood vessels was 
removed to the greatest possible extent. The placenta was removed, wiped on the 
surface and weighed. 

Detailed Description Text (26) : 

A plasmin inhibitor tranexamic acid (200 mg/kg) was intravenously administered to 
suppress fibrinolysis in the animals that underwent the same surgery as in 
Experimental Example 1. Then, .sup. 125 I-fibrinogen (0.5 .mu.Ci) dissolved in 
physiological saline was intravenously administered. 
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L7: Entry 11 of 12 File: uspT 



DOCUMENT- IDENTIFIER : US 5328996 A 

TITLE: Bacterial plasmin receptors as fibrinolytic agents 



Jul 12, 1994 



Brief Summary Text (7) : 

c^?rvr; 9 rf ™ £ °* ™" ^ £ plasrai - 

Des Jardin ' I. E ' M n a o ^ ' Lottemb «9 U9S8J Hicrob. Pathog. 5,19-27- 
Desjardln, L. E . , M. D. P. Boyle, R . Lottanberg [1989) Thromb. Pea. 55.187-193) . 

Brief Summary Text (8) • 

J. Biochem. 198:429-435). Velll6UX ' P " Michels, F. R . Opperdoes [1991] Eur. 

Brief Summary Text (9) • 

(Allen, Trach, and Hoch, supra) . A similar finding has been reported fo? the blood 
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^' U ^n r M SP °K Sible !° r abdominal schistosomiasis (Goudet-Crozel et al., supra) A 
l™l °0-M-sub.r surface xmraunogen of S. mansoni was characterized by isolating ' the 
cDNA encoding the protein The deduced amino acid sequence had significant homology 
to that of human GAPDH . Like the recombinant plasmin receptor protein (Pll) nei?hL 
of these surface proteins had domains corresponding to previous 1 J described' 
77^4 a f; a nn structures (Blobel, G. [1980] Proc . Natl. Acad. Sci. USA 

^ ; 'tT 9 "?' A - J -' A - F - William * [1988] Annu. Rev. Biochem. 
57:285-320). Interestingly, Hekman et al. (Hekman, W. E . , D. T. Dennis J A 
Miernyk [1990] Mol. Microbiol. 4:1363-1369), while studying the expression of 
recombinant plant GAPDH in E . coli, were able to target™ protein to 2£ outer 
membrane by genetically fusing the signal sequence of E. coli OmpA to Ricinus 
communis GAPDH. Pancholi et al . have recently reported the isolation of a ?9 kD 
surface protein with GAPDH activity from a group A streptococci (Pancholi V v a 
Fischetti [1992] -a Novel Multifunctional Surface Protein (Sfg) of group A ' *' 
Streptococci, Abstract No. B-252, Abstracts of the General Meeting 9 ^? : 68) . 

Detailed Description Text (2) : 

SEQ ID NO. 1 shows the composite DNA and translated amino acid sequences of the 
plasmin receptor protein of the subject invention. equences ot the 

Detailed Description Text (3) : 

oftne sub j ect S inv:nt?on Slated - amin ° ^ SeqUenCe ° f the pl * Smin protein 
Detailed Description Text (12) : 

We have isolated and analyzed plr, the gene encoding a group A streptococcal olasmir 
rJTn°« r - screen i n f. a ,- lambda - ^tll expression library with IntipSsSn re^Sor 
antibodies we identified a plasmin receptor gene within a 2.7-kb streptococcal DnI 
fragment. This fragment was subcloned into a low- copy-number plasmid and the 
receptor protein was stably expressed in E. coli under the control of putative 
streptococcal promoter elements. The recombinant receptor protein demonstrated 
immunoreactivity and plasmin-binding activity. We determined the nucTeotJde sequence 
for plr and upstream elements of the structural gene. An open reading frame ofToofi 
bp was identified. The 40.5% G + C content of plr was slightly higher t^the 35 to 
3 9% reported for group A streptococcal chromosomal DNA (Hardie J M [1986? »Ge n ° 
Streptococcus," pp. 1043-1071, In J. G. Holt et al . (eds.), Bergey's 'manual of 
systematic bacteriology, Williams & wilkins, Baltimore). The deduced amino acid 
sequence was identical for 74 amino acid residues at the N terminus a s well a t-hr^ 
cyanogen bromide fragments obtained from the native streptococcal protein Tne amSo 
acid, sequence obtained for the streptococcal receptor protein revealed t"nat t^^ 
initial methionine residue is cleaved. Q cnat tne 

Detailed Description Text (13) : 

The deduced amino acid sequence for the recombinant plasmin receptor protein <vi r ) 
was compared with published sequences for other proteins Plr exhHh^. «S -f ■ I 
similarity to the glycolytic enzyme GAPDH, reposed for a number of Prokar^otic^nd 
eukaryotic organisms. The best match was with B. subtilis (56% identical ££73% 

^ssls m'zl se-zsl t rfe « - - 

Detailed Description Text (17) : 

In addition to the plasmin receptor amino acid sequence disclosed herein the 
n^o^ nVentl ° n fUrth6r com P rise * equivalent plasmin receptor protSs' (an~d 
nucleotide sequences coding for equivalent proteins) having the same or similar 
biological activity of the plasmin receptor exemplified herein These equivalent 
proteins may have amino acid homology with the protein disclosed and clai^Id h^i. 
Hi* |g|n° acid homology will typically be greater than 75% preferably ^greater 
MaVJ ' T St P referabl y be greater than 95%. The amino acid homology 

critical regions of the protein which^oHnt-fo? biological 
lt ]' f or are evolved in the determination of three-dimensional configuration 
which ultimately is responsible for the biological activity. In tnis ?egar" certain 
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amino acid substitutions are acceptable and can be expected if these substitutions 
ZLIV?? 10 ™ . hl £V re n0t critical to activity or are conservative amino aci d 
substitutions which do not affect the three-dimensional configuration of the 
molecule For example, amino acids may be placed in the following classes: nonpolar 
uncharged polar, basic, and acidic. Conservative substitutions whereby an amino acid 
of one class is replaced with another amino acid of the same type fall wit hin the ~ 
scope of the subject invention so long as the substitution does not materially alter 

I ' T?^ 1 " 1 ' 7 ° f the com P° und - T ^le 1 provides a listing of examplL of 
amino acids belonging to each class. F 

Detailed Description Text (18) : 

in some instances, non-conservative substitutions can also be made. The critical 
factor is that these substitutions must not significantly detract from the 
biological activity of the protein. It has been shown that proteins of identified 

such C cnan a ;f ^ UnC ^°^ may ^ e Constructed * hanging the amino acid seance if 
such changes do not alter the protein secondary structure (Kaiser, E. T and Kezdv 
hp J - m 8 4 ] Sconce 223:249-255). Thus, the subject invention includes mutants of ' 
the ammo acid sequence depicted herein which do not alter the protein secondary 
refined 6 ' " * structure is altered, the biological activity is substantially 

Detailed Description Text (20) : 

It should be apparent to a person skilled in this art that genes coding for 

n9 pr ° teins can be identified and obtained through several means. The 
specific genes may be obtained from a culture depository as described herein 
Alternatively these genes, or portions thereof, may be constructed synthetically 
for example, by use of a gene machine. Variations of these genes may be r ad v 
thesfof^ USing . Sta ^ dard . techniques for making point .mutations. Also? fragments of 
these genes can be made using commercially available exonucleases or endonucleases 
according to standard procedures. For example, enzymes such as Bal31 o na ° nuCleases 

ends'of^h!:^ ^ a ! en ^ iS be U u ed u t0 systematically cut off nucleotides from the 
ends of these genes. Also, genes which code for active fragments may be obtained 
using a variety of other restriction enzymes. Proteases may be used to directly 
obtain active fragments of these proteins. y 

Detailed Description Text (24) : 

Radioiodination of proteins. Human plasminogen isolated from plasma by 
chromatography on lysine -Sepharose (Lottenberq, R. F R Dollv r a k-^v,^ 

Die 9 go ] Si!?" , H :: a rT7r, 181 :, 1 h 93) ^ s tre P tococc;i F prote?fG y (Ca C lMocSm?1an 
?11 ?'bv usf;i r^nn ? t wxth sup.125 I (Amersham Corp., Arlington Heights, 
Calif ? Y (McCov T lactoperoxidase reaction with Enzymo-beads (Bio-Rad, Richmond, 

cn'i io?? 7 ' °- C - Broder - R- Lottenberg [1991] J. Infect. Dis. 

rtlt^Ll ,1' I T WaS generated from radiolabeled plasminogen as previously 
BovJeilLifT «' f " £/ ^ Lottenberg, G. O. von Mering, K. H. Johnston, M . D . P. 
Boyle [1991] J. Biol. Chem. 266:4922-4928). 

Detailed Description Text (27) : 

S -^!" ing of the streptococcal library. The resulting non-amplified .lambda, gtll 
library was diluted in 10 mM Tris-2.5 mM MgSO.sub.4 -0.01% gelatin-O.lM NaCl pH 

oif;/ n ^ USed , t0 ^ f SCt E - COli Y1 ° 90 ' ^e^ing a density of 200 to 400 p per 
plate. The infected cells were mixed with 0.45% soft agar, plated on 12 Wa r 
supplemented with ampicillin (50 .mu.g/ml) , incubated at ^degree C for 3 ?o 4 
hours to induce lysis, and overlaid with nitrocellulose filters impregnated with 10 
Tl ^opylthiogalactoside (IPTG) to induce the lac promoter. After incubation at 
h?A d v!r ?An f °5 a P? roxima tely 16 hours, the filters were removed, washed, and 
5 ? ™ n }?° ™ Trls - 300 ™ N aCl-5 mM EDTA-0.05% Triton X-100-0.25% gelatin pH 

. "f-^ 1 '- The Alters were then incubated withlEriiie antiplasmin receptor 
antibody (Broder et al . [1991], supra) for approximately 18 hours at room 

n 6 ' and then incubated with goat anti-mouse immunoglobulin G 

° r9a "°" T fnika) for 3 to 4 hours. Antigen- antibody complexes on washed 
allltlLTZ* detected w t th - SU P- 125 I-streptococcal protein G. Autoradiographies 
?^^ a ^ d . by exposing the washed nitrocellulose filters to Kodak XAR-5 film witS 
I 6 S" 9 screens at -70. degree. C. and then using automated film developing 
Immunoreactive plaques were isolated and purified through two additional screenings 
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Detailed Description Text (32) : * 

Amino acid sequencing. Mutanolysin-extracted proteins (Broder et al. [1991] supra) 
from strain 64/14 were subjected to SDS-PAGE. The proteins were electrotransf erred 
to a polyvinylidene difluoride membrane (Immobilon-P; Millipore Corp., Bedford 
Mass by using 10 mM 2- (N-morpholino) ethanesulf onic acid ( P H 6.0) -20% methanol as 
the transfer buffer. Protein bands were stained with Coomassie brilliant blue. The 
.apprxeq.41,000-M.sub.r protein band, which had previously been shown to bind 
plasmin, was excised. Microsequencing by automated Edman chemistry was performed 
with an Applied Biosystems model 470A gas-phase sequencer with an on-line 12A PTH 
analyzer (Washington University Protein Chemistry Laboratory) . Cyanogen bromide 
fragmentation of the . apprxeq . 4 1 , 000-M.sub.r protein was performed by immersing the 
polyvinylidene difluoride membrane -bound protein in 70% formic acid and treeing 

plGrand^ 0 "^ Z^ 9 ^ f tem P er ature . The fragments were separated by 

p^: P ^!L?" d tran sferred to a polyvinylidene difluoride membrane as described above 
Four peptides were identified and sequenced at the University of Florida 
£ ,!cf^ C1P a 113 ^ ?^ tSr f ° r Biotec hnology Research Protein Chemistry Core Facility 
by using an Applied Biosystems model 470 sequencer with an on-line PTH analyzer. 

Detailed Description Text (36) : 

Plasminogen was prepared from human plasma by chromatography on lysine sepharose 
(Sigma Co St. Louis, Mo. U.S.A.) and molecular sieving ch^c^if ography on 

iKei^?; 1 ^^' 6 ? 13 ^ 9 ' V- F - R - D ° lly ' °- S - KitGhens [?985] *»• ' Hematol. 

- The purified protein appeared as a single band on a silver stain of an 

SDS-polyacrylamide gel electrophoresis. A given concentration of isolated 

f °^°Y 1 ^ activa tion with streptokinase demonstrated the predicted 
p?asminogen. am 7 aCtlVlty ' thereby confirming the purity of the isolated human 

Detailed Description Text (42) : 

Plasmin was generated from radiolabeled plasminogen by incubation with urokinase (20 
units/ml, Sigma Chemical Co., St. Louis, Mo., U.S.A.) in VBS-gel that coined ' 
0.02M lysine Conversion was maximal after 30 min at 37. degree. C. The conversion of 
u °f 6 Cha ^ c Z ^° gen mol ecule to heavy and light chainl was monitored, folJowing 
reduction, on SDS-PAGE using the method of Laemmli as described previously ilOWing 

Greatefthf; «i ^ °i Br ° der ' M ' D " P " B ° yle [1987] Infect - Immmun - 55: 1914-1918). 
Greater than 95% of plasminogen was consistently converted to plasmin. The specific 

plasminogen d plaSmin WaS ther efore essentially the same as labeled SpeClflC 

Detailed Description Text (45) : 

The group A. beta. -hemolytic streptococcal strain 64 had been previously subjected to 
mouse passage (Reis, K. J. , M . Yarnall, E. M. Ayoub, M. D. P. Boyle [1984] Scand J 

three°)64 ?; "hT^ The ? aren f (64/P) < as wel1 as stra ^ i-SlieS Sir 

m J v, ? f ^teen 64/14) passages, were grown in Todd-Hewitt broth (DIFCO 
° e ^°^' Mlch -> overnight in phosphate-buffered saline (PBS), pH 7.4, containina 
0.05% Tween-20 and 0.02% sodium azide. The bacteria were hea^ killed at 80 degree 
C for 5 nun a treatment that did not alter their plasmin binding potential but " 
witHh^e ^ e P rodu ^ion of soluble plasminogen activators which^SSS interfere 
0 ^2% sonLm SSS! ' I was centrifuged, the pellet washed twice with PBS 

0 02% sodium azide. Samples were stored at -2 0. degree. C. The concentration of a 
bacterial suspension was determined by counting bacterial chains in a Neubauer 
hemacytometer (Fisher Scientific, Orlando, Fla , U.S.A.) weupauer 

Detailed Description Text (48) : 

^^H S V he > effeCt f ? H ° n the bacteri ™: Plasmin (ogen) interaction, 50 .mu m of 
labeled plasminogen of plasmin (approximately 2 . times . 10 . sup . 4 cpm) were added to 
10 ml of VBS containing 0.05% Tween-20 adjusted to the appropriate pH After 15 min 
at room temperature, 50 .mu.m of VBS containing approximately 10 . sup 7 bacteria 

The b^f - X V W6re add6d 3nd thS mixtUre Was incubated at 37.degree C for 15 min 
The bacterial suspensions were centrifuged at 1000 g for 7 min to separate bacteria' 
from unbound labeled proteins and the pellets were washed twice with 2 ml of Ts It 
duni a ^f Priate PH \ The radioactivi ty associated with the bacterial peUet in 
duplicate experiments was measured using a Beckman 5500 autogamma counter 
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Detailed Description Text (50) : 

concentration to^vfunSound labeled SS,"" ** the NaCl 



Detailed Description Text (57) : 
Inhibition of Binding by Amino Acids 



Detailed Description Text (58) • 

(EACA) lysine, or aroinin.. and incite?" " "agree c lor "sTffS "S^ 

min. The bacterial suspensions were centrifuqed at 1000 a f™- 7 9 £ u'. . 5 

duplicate experiments by comparison with binding in VBS-gel a"ne 
Detailed Description Text (59) : 

The bacteria were pelleted bv cenhH fn^H^^^ c I ^ ' ae 9t * c * for 15 min - 

After determining ?he JSfoKtJS^SSSeTJiS'SJ lllTert^rl VBS " gel - 
resuspended in solutions of VBq ™nt- = ?«- Wltn . the bacteria, the pellets were 

(PH 7 P 0) as descri^ed 0 ^ .^he 9 : xtureTwerl SSSSS^^'S^! °J Bmino^cid 
and washed twice with VBS-ael cnnt-aini™ \Zl inc ut>atea at 3 7. degree. C. for 15 min 
The radioactivity assoSatfd witn tne oLterif Kl ! f^-^ concentration, 
measured and the percentage dissociated was calcSlatS ^ 6XperimentS was ^in 

Detailed Description Text (60) : 

SS^lS",^ — » - EACA concentration of 0 15 niM 1 ^ lysine 
p!asS„"a pretund ™'the oroutTitfeotir "'"'T °' 25 ""• In 'i"""^... 

^°^-rs„tio*?^ 

Detailed Description Text (65) • 

vro npl 2T ,/,\ , 9 1000 9 for 10 min and washed once with 10 ml of 

Se S S iet n wa h the r n d r:^s t pIndL\ S r^S t :el With / he • ™ -a^u red. 

room temperature ror^O^min^he'u^n 9 ion^as'^ntrifScS ^ ^ inCUbated at 
recovered. Approximatelv 90% of ^ ^ centrifuged and the supernatant 

bacterial pellet was dissocL?fd h! ^ dl ? actlvlt y originally associated with the 

SreT ? laSmin " FraCti ° nS Pl"2i conecteT S ^eTaT* 

Detailed Description Text (69) * 

7.3. Tne .lots were p ro>ed f-'.^'L^^'JL^^^-S'.^-iJ^ 
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cpm/ml^he^^/Hr/^ '■"ft 125 I - labeled ^man plasmin at 3 . times . 10 . sup. 4 

0 25% aelatin S t ^ ^ W3Shed in °- 01M EDTA P H 7 - 3 ' containing 0 5M NaCl 

Detailed Description Text (72) : 

blotting, from SDS-PAGE gels, was performed using the ^Trans-Blot SD aSf n™^ 

these proteins, biot, were probed"itS rabbi a p",mL recStor antibodi" 
^prob^ - e"^=^ 

streptokinase, blots were probed with a 1-100 dUut^on of ^ lt0pSS ° n 9f ou P C 

by exposing the nSocel^uL^Kots lo Koda^R 5 ' f n^w^h 0 ^ 

for 15-24 hours at -70.degree. C. followed a^oLtea^Um^eiopJng^ 71119 

Detailed Description Text (76) • 

further purified accordin^t^^ SSSJSS'l^S^ 2 "(Si-af^ T 
8 F. Hurst, E . s. Liberman, S. E. Coleman, A. s. bSiSH 9 ' L " 

XT ?™!is 3 t:r?™' sees; ~ e " L ™ s -" 

Detailed Description Text (79) • 

0.05M Tris 9 0.15M NaCl ^ 7^ . ^^ Tso^muTaTiauot ^ ^ °' 

MOPS buffer, P H 7 3 con^ni^a 0 ' oof ^oH^i' ^ ^ ^-degree. C. against 0.1M 
Detailed Description Text (83) : 

fro. tbe ™t. n o lys i„ e*trsetion or b.cterLl^tr^e"^ I.? djL'LZFlS?""* 



Record Display Form http://westbrs:8002/bin^ 

on 1Um K - oo^ e C ° 1Umn WaS then Washed with the equilibration buffer until the 

OD. sub. 280 returned to base line. The column was then eluted with a 50 ml linear 

gradient of 0.0M-0.1M L-Lysine in equilibration buffer, or eluJed in a finale sten 
using equilibration buffer containing 0 . 1M L-Lysine. The absorbance a! S 
continuously monitored an 1.0 ml fractions we^ollected liter each affinity 
200 mi C o "l?^ re the column was washed with 20 ml of 2 . 0M NaC? 3 by 

200 ml of equilibration buffer and stored at 4 . degree . C. 

Detailed Description Text (98) : 

^,^ a ? 0lYS i n e ^racted plasmin binding activity was subjected to further 
5£}!t£ t10 ? bY afflnit y chromatography using an enzymatically inactivated plasmin 
sJr^n LT/ 1X prep f red as Ascribed above. One ml of the muLnolysin extract of 

S>0 sub V 0 TtM SSI"? rf ^ PlaSmin affinifc y column matrix in J.05M . 
HPO.sub.4, 0.15M NaCl, 1.0* benzamidine HC1, and 0.02% NaN.sub 3 D H 7 2 Bo. nrl 
plasmin receptor activity was eluted using a 50 ml linear gradient of 0 0-0 Im 

Naf^3 in p2-7° 5 2 N ? h rab 2 T' SUb - 4 ' °- 15M NaC1 ' 1 -° ^ ^nzamSne H?1 anfo.02% 
NaN.sub. 3, P H 7.2. The absorbance at 280 nm was monitored continuously and l o ml 
fractions were collected. Fractions eluted from the affinity column were assayed for 
functional activity using a dot blotting procedure and .sup 125 labeled olasmTr, ^ 
immob^r, Th ? functional P lasmin bi ^ing activity was found to Jinf to the 
immobilized plasmin matrix and could be eluted selectively with lysine The 
recovered functional activity from the column corresponded to t h r!lufed Protein 
peak as detected by measuring absorbance at 280 nm. Identic^ results were obtaLed 
when a single concentration of 0 . 1M L- lysine was u«?pH ho ei,,^ ZZ2 Z w «e oDcained 
receptor activity from the plasmin afflStf column ^ bOU " d PlaSmin 

Detailed Description Text (113) : 

N-terminal amino acid sequencing of the .apprxeq. 41, 000-M. sub r olasmin rP r- P n^. 
protein from strain 64/14 was performed, and an unambiguous sequence was obtained 

°000 to'lfS ^no_acid sequences were obtained from four^"^ (M^Ts of 
3,ooo to 16,000) generated by cyanogen bromide treatment of the 

wi^Whel 1 ; 000 ^-^^ Pr ° tein - The sequence of one. of these peptides had identity 
The dSnr^H terminal se< 5 uen " and allowed assignment of an additional 23 residues 
iSentitrw?t h m 74°^ C Se r CS .f thS ° pen readin 9 frame exhibited compete 

protein. The sequences of two additional peptides (13 and 21 rfsiSues) were also 
tT*™l ! and ^° Und t0 corres P on <* to residues 160 to 173 and 186 to 216 
neen conrfiLn . US ' 114 ° f predicted 33 * amino acid residues encoded 'by plr have 
been confirmed by amino acid sequencing of the native streptococcal protein. 

Detailed Description Text (117) • 

Branlant, H. Zuber [1990] Nucleic Acids R P q iff. ^oo Z- ^ orcmann ' c - Branlant, G. 
Nucleic acids E es ; „, ^x, a^hfted" threats "imo STwitVp Ir "ST U989 ' 

Detailed Description Text (118) • 

B . subtilis GAPDH shewed similar patterns overall except for'drfferences in'tnl' 
C-ters,mal portion o£ the molecules. Common cell wsll-spannLg ano 

protei»r"isc^tti m °v if l T f » Sram'positive surface 

Sharacteri S f resurface J^^^^J^?"^ 29 0- 29 < Xn a 
a^erococci. '^rica^^ 

ESS S?S -r^S— ther MsSsd^aHS^ 
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Detailed Description Text (127) : 

(tradename AMICAR) or tranexamic acid . Typical regimens of these iS?? ?■ 

motivation of plasmin by its physiological inhibitors alpha 2-antiplSsmin and 
alpha.2-macroglobulin. This will also provide an approach to prepare the nat lent 
for emergency surgical procedures (e.g., coronary artery b^s^Sting* or 
administration of alternative ant i- thrombotic agents (eg., heparin) 

Detailed Description Parag raph Table (2) • 

TABLE 1 — c 

Acids Class of Ammo Acid Examples of Amino 

r^T rp U ^ea PQZar S Jy , ser, T Hr, c y5 , S^p^i^f^ 

Detailed Description Paragraph Table (3) : 



SEO ID HO 1 G ff^ IN ^TION : (iii) NUMBER OF SEQUENCES : 2 (2) INFORMA TION FOR 
SEQ ID N0:1: i SEQUENCE CHARACTERISTICS: (A) LENGTH: 1125 base pairs (B) TYPE 
nucleic acid C) STRANDEDNESS : both (D) TOPOLOGY: circular ( i i f MOLECULE TYPE ma 
(genomic) (iii HYPOTHETICAL: NO (v) FRAGMENT TYPE • H hp™,'n a i / m ^ NA 
(A, ORGANISM: Streptococcus pyogenes ""Tun^S 8 c ^ra^JSSS' 
LOCATION 11 if "f?™. 8 ?™^- <B) CLONE : pRL015 (ix) FEATURE: (A) NAME/KEY^ CDS ^bT : 



^uuv,i\iriiui\i: oay id JNU : 1 : ATAATA 

GTTCTGTTGAAAGGTTGTTGCAGATGACTGTAAGTAATCTTTTCACAATAGGTA60 

GGGAGCATTCCCTCTAATAATATTCTTTTGATTTTCATAAGGAGGAAATCACTAATGl 
GTAGTTAAAGTTGGTATTAACGGTTTCGGTCGTATCGGACGTCTTGCA 165 
ValValLysValGlylleAsnGlyPheGlyArglleGl YArgLeuAla 51015 
TTCCGCCGTATTCAAAACATCGAAGGTGTTGAAGTAACTCGTATCAAT2 13 
PheArgArglleGlnAsnlleGluGlyValGluValThrA rglleAsn 202530 

GACCTTACAGATrraaiTlTnPTT^PTlPJ^mni/lmrr^, „ 



17 Met 



..v^. 3 ^. aJ . icvJilulBIUleuluui y VaiGluValTllrA rglleAsn 

GACCTTACAGATCCAAATATGCTTGCACACTTGTTGAAATACGATACA2 6 1 
AspLeuThrAspProAsnMetLeuAlaHisLeuLeuLysTyrAsp Thr 354045 
ACTCAAGGTCGTTTTGATGGAACAGTTGAAGTTAAAGAAGGTGGATTT3 0 9 
ThrGlnGlyArgPheAspGlyThrValGluValLysGluGlyGlyPhe 50 556065 
GAAGTAAACGGAAACTTCATCAAAGTTTCTGCTGAACGTGATCCAGAA3 57 
GluValAsnGlyAsnPhelleLysValSerAlaGluArgAspProGlu 707580 
AACATCGACTGGGCAACTGATGGGGTTGAAATCGTTCTTGAAGCAACT4 0 5 
AsnlleAspTrpAlaThrAspGlyValGluIleValLeuGluAlaThr 859095 
GGTTTCTTTGCTAAAAAAGAAGCAGCTGAAAAACACTTACATGCTAAC4 5 3 
GlyPhePheAlaLysLysGluAlaAlaGluLysHisLeuHisAlaAsn 100105110 
GGTGCTAAAAAAGTTGTTATCACAGCTCCTGGTGGAAACGATGTTAAA5 01 
^ YAlaLySLySValValIleThrA;LaProG1 y G1 yAsnAspValLys 115 120125 

acagttgttttcaacactaaccacgacattcttgacggtac?gaaaS 5 49 

^ ValValPheAsnThrAsnHi sAspHeLeuAspGlyThrGluThr 1301 35140145 

GTTATCTCAGGTGCTTCATGTACTACAAACTGTTTAGCTCCTATGGCT5 97 35140145 

r a ^i^ erGlyAlaSerC y sThrThrAsnC y sL euAlaProMetAla 150155160 

AAAGCTCTTCACGATGCATTCGGTATTCAAAAAGGTCTTATGACTACA64 5 

LysAlaLeuHisAspAlaPheGlylleGlnLysGlyLeuMetThrThr 165 170175 

ATCCACGCTTACACTGGTGACCAAATGATCCTTGACGGACCACACCGT6 9 3 
IleHisAla'TvrThrOlvAsnfi-l^ivtc.i-Ti^T^.,* ^ n „• 



^HisAlaTyrThrGlyAspGlnMetlleLeuAspGlyProHisArg 180 185190 
GGTGGTGACCTTCGTCGTGCACGCGCTGGTGCTGCAAACATCGTTCCT7 4 1 
GlyGlyAspLeuArgArgAlaArgAlaGlyAlaAlaAsnlleValPro 19 
AACTCAACTGGTGCTGCTAAAGCTATCGGTCTTGTTATCCCAGAACTT7 8 9 
AsnSerThrGlyAlaAlaLysAlalleGlyLeuVallleProGluLeu - 



210215 220225 
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AACGGTAAACTTGACGGTGCTGCACAACGTGTTCCTGTTCCAACTGGA8 3 7 
AsnGlyLysLeuAspGlyAlaAlaGlnArgValProValProThrGly 230 235240 
TCAGTAACTGAGTTGGTTGTAACTCTTGACAAAAACGTTTCTGTTGAC 885 
SerValThrGluLeuValValThrLeuAspLysAsnValSerValAsp 245 250255 
GAAATCAACTCTGCTATGAAAGCTGCTTCAAACGATAGCTTCGGTTAC 93 3 
GluIleAsnSerAlaMetLysAlaAlaSerAsnAspSerPheGlyTyr 260265 270 
ACTGAAGATCCAATCGTTTCTTCAGATATCGTAGGCGTATCATACGGT9 8 1 
ThrGluAspProIleValSerSerAspIleValGlyValSerTyrGly 2 752 8 0 2 85 
TCATTGTTTGACGCAACTCAAACTAAAGTAATGGAAGTTGACGGATCA1 02 9 
SerLeuPheAspAlaThrGlnThrLysValMetGluValAspGlySer 290295300 305 
CAATTGGTTAAAGTTGTATCATGGTATGACAACGAAATGTCTTACACT1 0 7 7 
GlnLeuValLysValValSerTrpTyrAspAsnGluMetSerTyrThr 310315 320 
GCTCAACTTGTACGTACTCTTGAGTACTTCGCAAAAATTGCTAAA1 12 2 

AlaGlnLeuValArgThrLeuGluTyrPheAlaLysIleAlaLys 325330 335 TAA1125 (2) INFORMATION FOR 
SEQ ID NO:2: (i) SEQUENCE CHARACTERISTICS: (A) LENGTH: 336 amino ac ids (B) TYPE • 
amino acid (D) TOPOLOGY: linear (ii) MOLECULE TYPE : protein (xi) SEQUENCE 
DESCRIPTION: SEQ ID NO : 2 : MetVal ValLysValGlylleAsnGlyPheGlyArglleGlyArgLeu 151015 
AlaPheArgArglleGlnAsnlleGluGlyValGluValThrArglle 20 2 530 
AsnAspLeuThrAspProAsnMetLeuAlaHisLeuLeuLysTyrAsp 3 54 045 
ThrThrGlnGlyArgPheAspGlyThrVa lGluValLysGluGlyGly 505560 
PheGluValAsnGlyAsnPhelleLysValSerAlaGluArgAspPro 657075 80 
GluAsnlleAspTrpAlaThrAspGlyValGluIleValLeuGluAla 859095 
ThrGlyPhePheAlaLysLysGluAlaAlaGluLysHisLeuHisAla 100105110 

AsnGlyAlaLysLysValVallleThrAlaProGlyGlyAsnAspVal 115120125 LysThrValValPheAsn 
ThrAsnHisAspIleLeuAspGlyThrGlu 13 0135140 

ThrVallleSerGlyAlaSerCysThrThrAsnCysLeuAlaProMet 145150155 160 
AlaLysAlaLeuHisAspAlaPheGlylleGlnLysGlyLeuMetThr 165170175 
ThrlleHisAlaTyrThrGlyAspGlnMetlleLeuAs pGlyProHis 180185190 
ArgGlyGlyAspLeuArgArgAlaArgAlaGlyAlaAlaAsnlleVal 195200205 ProAsn 
SerThrGlyAlaAlaLysAlalleGlyLeuVallleProGlu 21021522 0 
LeuAsnGlyLysLeuAspGlyAlaAlaGlnArgValProValProThr 225230 235240 
GlySerValThrGluLeuValValThrLeuAspLysAsnValSerVal 2452 502 55 
AspGluIleAsnSerAlaMetLysAla AlaSerAsnAspSerPheGly 2 602 652 70 
TyrThrGluAspProIleValSerSerAspIleValGlyValSerTyr 275280 2 85 
GlySerLeuPheAspAlaThrGlnThrLysValMetGluValAspGly 2902953 00 
SerGlnLeuValLysValValSerTrpTyrAspAsnGluMetSerTyr 305 310315320 
ThrAlaGlnLeuValArgThrLeuGluTyrPheAlaLysIleAlaLys 325330335 



CLAIMS : 



1. Isolated DNA, encoding a plasmin receptor having a molecular weight of about 41 
forth^n SEQ Sm iD No"?* 0 * COnsisting essen tially of the amino acid sequence set 



